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(57) Abstract 

A synthetic strategy for the creation of 
large scale chemical diversity, Soiid-pliase 
chemistry, photolabile protecting groups, and 
photolithography are used to achieve iight-di- 
rected spatially-addressable parallel chenucal 
synthesis. Binary masking techniques are uti- 
lized in one embodiment A reactor system, 
photorcmovable protecting groups, and im- 
proved data oolJecdon and handling tech- 
niques are also disclosed. A techm'que for 
screening linker molecules is also provided. 
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This application is related to the following 
United States applications: u.S. Serial No. 492,462, 
filed March 7, 1990; U.S. Serial No. 362,901, filed June 
7, 1989; U.S. Serial No. 624.120, filed December 6, i990; 
U.S. Serial No. 626,730, filed December 6, 1990; and U.S. 
Serial No. 624,114, filed December 6, 1990. Each of 
these applications is inoetporated herein by reference 
for all purposes. This application is also related to 
PCT application WO 90/15070 which was pujilished December 
13, 1990 and is also Incorporated by reference herein for 
all purposes. 



B&CRGROUND OF THE INVENTION 
The present invention relates to the field 
of polymer synthesis. More specifically, the invention 
provides a reactor system, a masking strategy, 
photoremovable protecting groups, data collection and 
processing techniques, and applications for light 
directed synthesis of diverse polymer sequences on 
substrates. 
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SUMMARY OP THE INVENTION 
Methods, apparatus, and compositions for 
synthesis and use of techniques for diverse polymer 
sequences on a substrate are disclosed, as well as 
applications thereof. 

According to one aspect of the invention, an 
improved reactor system for synthesis of diverse polymer 
sequences on a substrate is provided. According to this 
embodiment the invention provides for a reactor for 
contacting reaction fluids to a substrate; a system for 
delivering selected reaction fluids to the reactor; a 
translation stage for moving a mask or substrate from at 
least a first relative location relative to a second 
relative location; a light for illuminating the substrate 
through a mask at selected times; and an appropriately 
programmed digital computer for selectively directing a 
flow of fluids from the reactor system, selectively 
activating the translation stage, and selectively 
Uluminating the substrate so as to form a plurality of 
diverse polymer sequences on the substrate at 
predetermined locations. 

The invention also provides a technique for 
selection of linker molecules in VLSIPs. According to 
this aspect of the invention, the Invention provides a 
method of screening a plurality of linker polymers for 
use in binding affinity studies. The invention includes 
the steps of forming a plurality of linker polymers on a 
substrate in selected regions, the linker polymers formed 
by the steps of recursively: on a surface of a 
substrate, irradiating a portion of the selected regions 
to remove a protecting group, and contacting the surface 
with a monomer; contacting the plurality of linker 
polymers with a ligand; and contacting the ligand with a 
labeled receptor. 
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According to another aspect of the invention, 
improved photoremovable protecting groups are provided. 
According to this aspect of the invention a compound 
having the formula: 




wherein n » 0 or 1; Y is selected from the group 
consisting of an oxygen of the carboxyl group of a 
natural or unnatxiral amino acid, an amino group of a 
natural or unnatural amino acid, or the c-5» oxygen group 
of a natural or unnatural deoxyribonucleic or ribonucleic 
acid; and independently are a hydrogen atom, a lower 
alkyl, aryl, benzyl, halogen, hydroxyl, alkoxyl, thiol, 
thioether, amino, nitro, carboxyl, formate, formamido, 
sulfide, or phosphide group; and is a alkoxy, alkyl, 
aryl, hydrogen, or alkenyl group is provided. 

The invention also provides improved masking 
techniques for VLSIPS^ According to one aspect of the 
masking technique, the invention provides an ordered 
method for forming a plurality of polymer sequences by 
sequential addition of reagents comprising the step of 
serially protecting and deprotecting portions of the 
plurality of polymer sequences for addition of other 
portions of the polymer sequences using a binary 
synthesis strategy* 

Improved data collection equipment and 
techniques are also provided. According to one 
embodiment, the instrumentation provides a system for 
determining affinity of a receptor to a ligand 
comprising: means for applying light to a surface of a 
substrate, the substrate comprising a plurality of 
ligands at predetermined locations, the means for 
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applying directing light providing simultaneous 
illumination at a plurality of the predetermined 
locations; and an array of detectors for detecting 
fluorescence at the plurality of predetermined locations. 
a?he invention further provides for improved data analysis 
techniques including the steps of exposing fluorescently 
labelled receptors to a substrate, the substrate 
comprising a plurality of ligands in regions at known 
locations; at a plurality of data collection points 
within each of the regions, determining an amount of 
fluorescence from the data collection points; removing 
the data collection points deviating from a predetermined 
statistical distribution; and determining a relative 
binding affinity of the receptor from remaining data 
collection points* 

Protected amino acid N-carboxy anhydrides for 
use in polymer synthesis are also disclosed. According 
to this aspect of the invention, a compound having the 
following formula is provided: 




where R is a side chain of a natural or unnatural amino 
acid and X is a photoremovable protecting group. 

A further understanding of the nature and 
advantages of the inventions herein may be realized by 
reference to the remaining portions of the specification 
and the attached drawings. 
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BRIEF DESCRIPTION OP THE DRAWINGS 
Fig, 1 schematically illustrates light-directed 

spatially-addressable parallel chemical synthesis; 

Pig. 2 schematically illustrates one example of 

light-directed peptide synthesis; 

Fig. 3 schematically illustrates the software 

for the automated system for synthesizing diverse polymer 

sequences; 

Fig. 4a and 4b illustrate operation of a 
program for polymer synthesis; 

Fig. 5 is a schematic illustration of a "pure*^ 
binary masking strategy; 

Fig. 6 is a schematic illustration of a gray 
code binary masking strategy; 

Fig. 7 is a schematic illustration of a 
modified gray code binary masking strategy; 

Fig. Ba schematically illustrates a masking 
strategy for a foiu: step synthesis; 

Fig. 8b schematically illustrates synthesis of 
all 400 peptide dimers; 

Fig. 9 is a coordinate map for the ten-step 
binary synthesis; 

Fig. 10 schematically illustrates a data 
collection system; 

Fig. 11 is a block diagram illustrating the 
architecture of the data collection system; 

Fig. 12 is a flow chart illustrating operation 
of software for the data collection/analysis system; and 

Fig. 13 schematically illustrates one example 
of light-directed oligonucleotide synthesis. 
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Certain terms used herein are intended to have 
the following general definitions: 

1. Complementarv ; Refers to the topological 
conpatlblllty or matching together of interacting 
surfaces of a ligand molecule and its receptor. 
Thus, the receptor and its ligand can be described 
as complementary, and furthermore, the contact 
surface characteristics are complementasry to each 
other • 

2. Epitope ! The portion of an antigen molecule which 
is delineated by the area of interaction with the 
subclass of receptors known as antibodies. 

3. Liaand ; A ligand is a molecule that is recognized 
by a particular receptor. Exeunples of ligands that 
can be investigated by this invention include, but 
are not restricted to, agonists and antagonists for 
cell membrane receptors, toxins and venoms, viral 
epitopes, hormones (e.g., opiates, steroids, etc.), 
hormone receptors, peptides, enzymes, enzyme 
sxibstrates, cof actors, drugs, lectins, sugars, 
oligonucleotides, nucleic acids, oligosaccharides, 
proteins, and monoclonal emtibodies. 

4. Monomer ; A member of the set of small molecules 
^ich can be joined together to form a polymer. The 
set of monomers includes but is not restricted to, 
for example, the set of common L-amino acids, the 
set of D-amino acids, the set of synthetic amino 
acids, the set of nucleotides and the set of 
pentoses and hexoses. As used herein, monomer 
refers to any member of a basis set for synthesis of 
a polymer. For example, dimers of the 20 naturally 
occurring L-amino acids form a basis set of 400 
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monomers for synthesis of polypeptides. Different 
basis sets of monomers may be used at successive 
steps in the synthesis of a polymer. Furthermore, 
each of the sets may include protected members which 
ara modified after synthesis. 

5. P§E£ias: A polymer in which the monomers are alpha 
amino acids and which are joined together through 
amide bonds and is alternatively referred to as a 
polypeptide, in the context of this specification 
it should be appreciated that the amino acids may be 
the L-optical isomer or the D-optical isomer. 
Peptides are often two or more amino acid, monomers 
long, and often more than 20 amino acid monomers 
long, standard abbreviations for amino acids are 
used Ce.g., p for proline). These abbreviations are 
included in Stryer, Biocheinis<.T^^ Third Ed., 1S88, 
which is incorporated herein by reference for all 
purposes. 



6. Eadiatisn: Energy which may be selectively applied 
including energy having a wavelength of between 10'" 
and 10* meters including, for example, electron beam 
radiation, gamma radiation, x-ray radiation, ultra- 
violet radiation, visible light, infrared radiation, 
microwave radiation, and radio waves. "Irradiation" 
refers to the application of radiation to a surface. 

7. Receptor ; A molecule that has an affinity for a 
given ligand. Receptors may be naturally-occurring 
or synthetic molecules. Also, they can be employed 
in their unaltered state or as aggregates with other 
species. Receptors may be attached, covalently or 
noncovalently, to a binding member, either directly 
or via a specific binding substance. Examples of 
receptors which can be employed by this invention 
include, but are not restricted to, antibodies, 
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cell mdoibrane receptors, nonoclonal antibodies 
and antisera reactive with specific antigenic 
determinants (such as on viruses, cells, or other 
materials), drugs, polynucleotides, nucleic acids, 
peptides, cofactors, lectins, sugars, 
polysaccharides, cells, cellular membranes, and 
organelles* Receptors are sometimes referred to in 
the art as anti-ligands. As the term receptors is 
used herein, no difference in meaning is intended. 
A "Ligand Receptor Pair" is formed when two 
macromolecules have combined through molecular 
recognition to form a complex. 

Other examples of receptors which can be 
investigated by this invention include but are not 
restricted to: 

a) Microoraanisitt receptors; Determination of 
ligands which bind to receptors, such as 
specific transport proteins or enzymes 
essential to survival of microorganisms, 

is useful for a new class of antibiotics. Of 
particular value woiild be antibiotics against 
opportunistic fungi, protozoa, and those 
bacteria resistant to the antibiotics 
in current use. 

b) Enzymes : For instance, determining the binding 
site of enzymes such as the enzymes responsible 
for cleaving neurotransmitters provides useful 
information • Determination of ligands which 
bind to certain receptors to modulate the 
action of the enzymes which cleave the 
different neurotransmitters is useful in the 
development of drugs which can be used in the 
treatment of disorders of neurotransmission. 

c) Antibodies : For instance, the invention may 
be useful in investigating the ligand-binding 
site on the antibody molecule which combines 
with the epitope of an antigen of interest; 
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determining a sequence that mimics an antigenic 
epitope may lead to the development of vaccines 
af which the immunogen is based on one or more 
of such sequences or lead to the development of 
related diagnostic agents or compounds useful 
in therapeutic treatments such as for auto- 
immune diseases (e.g., fay blocking the binding 
of the "self" antibodies). 

M : ucl,eic Aeids r Sequences of nucleic acids may 
be synthesized to establish DMA or rna binding 
sequences. 

Catalytic Poivyftp«; ,|.^of.> Polymers, preferably 
polypeptides, which are capable of promoting a 
chemical reaction involving the conversion of 
one or more reactants to one or more products, 
such polypeptides generally include a binding 
site specific for at least one reactant or 
reaction intermediate and an active 
functionality proximate to the binding site, in 
which the functionality is capable, of 
chemically modifying the bound reactant. 
Catalytic polypeptides are described in, for 
example, U.S. application Serial No. 404,920, 
which is incorporated herein by reference for 
all purposes. 

HQriflone T:?qgptftrg ; For instance, the receptors 
for insulin and growth hormone. Determination 
of the ligands which bind with high affinity to 
a receptor is useful in the development of, 
for example, an oral replacement of the daily 
injections which diabetics must take to relieve 
the symptoms of diabetes, and in the other 
case, a replacement for the scarce human 
growth hormone which can only be obtained from 
cadavers or by recombinant DNA technology. 
Other examples are the vasoconstrictive hormone 
receptors; determination of those ligands which 
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bind to a receptor nay lead to the development 
of drugs to control blood pressure. 
9) Opiate receptors ; Determination of ligands 

which bind to the opiate receptors in the brain 
is useful in the development of less-addictive 
replacements for morphine and related drugs. 

8. Substrate : A material having a rigid or semi-rigid 
surface. In many embodiments, at least one surface 
of the substrate will be substantially flat, 
although in some embodiments it may be desirable to 
physically separate synthesis regions for different 
polymers with, for exeuaple, wells, raised regions, 
etched trenches, or the like. According to other 
embodiments, small beads may be provided on the 
surface which may be released upon completion of the 
synthesis. 

9. Protecting group r A material which is chemically, 
bound to a monomer unit and which may be removed 
upon selective exposure to an activator such as 
electromagnetic radiation. Examples of protecting 
groups with utility herein include those comprising 
nitropiperonyl, pyrenylmethoxy«*cart>onyl, nitrovera- 
tryl, nitrobenzyl, dimethyl dimethoxybenzyl, 
5-bromo-7-nitroindolinyl , o-hydroxy-a-methyl 
cinnamoyl, and 2*-oxymethylene anthraguinone. 

10. pg^fl^f ined Region: A predefined region is a 
localized area on a surface which is, was, or is 
intended to be activated for formation of a polymer. 
The predefined region may have any convenient shape, 
e.g., circular^ rectangular, elliptical, wedge- 
shaped, etc. For the ssOce of brevity herein, 
"predefined regions" are sometimes referred to 
simply as "regions." 
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8W*>^tsnt^qMY Pwt p: a polymer Is considered to be 
"substantially pureV within a predefined region of 
a substrate when it exhibits characteristics that 
distinguish it tron other predefined regions. 
Typically, purity will be measured in terms of 
biological activity or function as a result of 
uniform sequence. Such characteristics will 
typically be measured by way of binding with a 
selected ligand or receptor. 

12. A<i1;j,Y^toy refers to an energy source adapted to 

render a group active and whlcsh Is directed from a 
source to a predefined location on a substrate, a 
primary illustration of an activator is light. 
Other examples of activators include ion beams, 
electric fields, magnetic fields, electron beams, x- 
ray, and the like. 

Binary synthesis s<^i-Bt ^ TY refers to an ordered 
strategy for parallel synthesis of diverse polymer 
sequences by sequential addition of reagents which 
may be represented by a reactant matrix, and a 
switch matrix, the product of which is a product 
matrix. A reactant matrix Is a l x m matrix of the 
building blocks to be added. The switch matrix is 
all or a subset of the binary numbers, preferably 
ordered, between 1 and m arranged in columns, in 
preferred embodiments, a binary strategy is one in 
which at least two successive steps illuminate half 
of a region of interest on the substrate, m most 
preferred embodiments, binary synthesis refers to a 
synthesis strategy which also factors a previous 
addition step. For exaiople, a strategy In which a 
switch matrix for a masking strategy halves regions 
that were previously illuminated, illuminating about 
half of the previously illuminated region and 
protecting the remaining half (while also protecting 
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about half of previously protected regions and 
illuminating about half of previously protected 
regions) • It will be recognized that binary rounds 
may be interspersed with non-binary rounds and that 
only a portion of a substrate may be subjected to a 
binary scheme, but will still be considered to be a 
binary masking strategy within the definition 
herein. A binary "masking*^ strategy is a binary 
synthesis which uses light to remove protecting 
groups from materials for addition of other 
materials such as amino acids* In preferred 
embodiments, selected columns of the switch matrix 
are arranged in order of increasing binary numbers 
in the columns of the switch matrix. 

14* Linker refers to a molecule or group of molecules 
attached to a substrate and spacing a synthesized 
polymer from the substrate for exposure/binding to a 
receptor. 

II. SsosEal 

The present invention provides synthetic 
strategies and devices for the creation of large scale 
chemical diversity. Solid«>phase chemistry, photolabile 
protecting groups, and photolithography are brought 
together to achieve light-directed spatially-addressable 
parallel chemical synthesis in preferred embodiments. 

The invention is described herein for purposes 
of illustration primarily with regard to the preparation 
of peptides and nucleotides, but could readily be applied 
in the preparation of other polymers. Such polymers 
include, for example, both linear and cyclic polymers 
of nucleic acids, polysaccharides, phospholipids, and 
peptides having either a-, p^, or cir-amino acids, hetero- 
polymers in which a known drug is covalently bound to any 
of the above, polyurethanes , polyesters, polycarbonates, 
pplyureas, polyamides, polyethyleneimines , polyarylene 
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sulfides, polysiloxanes, polyimides, polyacetates , or 
other polymers which will be apparent upon review of this 
disclosure, it will be recognized further, that 
Illustrations herein are primarily with reference to 
C- to N-teniinal synthesis, but the invention could 
readily be applied to N- to C-tettninal synthesis without 
departing from the scope of the invention. 

The present invention uses a masked light 
source or other activator to direct the simultaneous 
synthesis of many different chemical compounds. Pig i 
is a flow chart Ulustrating the process of forming * 
chemical compounds according to one embodiment of the 
invention. Synthesis occurs on a solid support 2 a 
pattern of illumination through a mask 4a using a light 
source 6 determines which regions of the support are 
activated for chemical coupling, in one preferred 
embodiment activation is accomplished by using light to 
remove photolabile protecting groups from selected areas 
of the substrate. 

After deprotection, a first of a set of 
buUding blocks (indicated by «a" in Pig. i) , each 
bearing a photolabile protecting group (indicated by «x'.) 
is exposed to the surface of the substrate and it reacts 
with regions that were addressed by light in the 
preceding step. The substrate is then illuminated 
through a second mask 4b, which activates another region 
for reaction with a second protected building block "B« 
The pattern of masks used in these illuminations and the 
se^ence of reactants define the ultimate products and 
their locations, resulting In diverse sequences at 
predefined locations, as shown with the sequences ACEG 
and BDPH in the lower portion of Pig. i. Preferred 
embodiments of the invention take advantage of 
combinatorial masking strategies to form a large number 
of compounds in a small number of chemical steps 



wo 92/10092 



15 



PCrAJS91/08693 



A high degree of miniaturization is possible 
because the density of compounds is determined largely 
with regard to spatial addressability of the activator; 
in one case the diffraction of light. Each compound is 
physically accessible and its position is precisely 
known. Hence, the array is spatially-addressable and its 
interactions with other molecules can be assessed. 

In a particular embodiment shown in Pig. l, the 
substrate contains amino groups that are blocked with a 
photolfiO^ile protecting group. Amino acid sequences are 
made accessible for coupling to a receptor by removal of 
the photoproteoting groups. 

When a polymer sequence to be synthesized is, 
for example, a polypeptide, amino groups at the ends of 
linkers attached to a glass substrate are derivatized 
with nitroveratryloxycarbonyl (NVOC) , a photoremovable 
protecting group. The linker molecules may be, for 
example, aryl acetylene, ethylene glycol oligomers 
containing from 2-10 monomers, diamines, diacids, amino 
acids, or combinations thereof. Photodeprotection is 
effected by illumination of the substrate through, for 
example, a mask wherein the pattern has transparent 
regions with dimensions of, for example, less than 1 cm^, 
10'^ cm^ 10-^ cm^ 10"^ cm^, lo'^ cm^ 10"^ cm^ lo'* cm^ 
10"' cm^, IQ-^ cm^, or 10"^^ cm^. in a preferred embodiment, 
the regions are between about 10x10 ^m and 500x500 ^m. 
According to some embodiments, the masks are arranged to 
produce a checkerboard array of polymers, although any 
one of a variety of geometric configurations may be 
utilized. 

1. BTC^^^pte 

In one example of the invention, free amino 
groups were fluorescently labelled by treatment of the 
entire substrate surface with fluorescein isothiocynate 
(FITC) after photodeprotection* Glass microscope 
slides were cleaned, aminated by treatment with 
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0*1% aminopropyltriethoxysilahe in 95% ethanol^ and 
incubated at 110 •C for 20 min. The aminated surface 
of the slide was then exposed to a 30 nM solution of 
the N**hydroxy8uccinimide ester of NVOC-GABA 
(nitroveratryloxycarbonyl-r-amino butyric acid) in DOT. 
The MVOC protecting group was photolytically removed by 
i2Daging the 365 nm output from a Hg arc lamp through a 
chrome on glass 100 im checkerboard mask onto the 
substrate for 20 min at a power density of 12 mW/cm^. The 
exposed surface was then treated with 1 mM FITC in dmF. 
The substrate surface was scanned in an epi-fluorescence 
microscope (Zeiss Axioskop 20) using 488 nm excitation 
from an argon ion laser (Spectra-Physics model 2025) . 
The fluorescence emission above 520 nm was detected by a 
cooled photomultiplier (Hamamatsu 943-02) operated in a 
photon counting mode. Fluorescence intensity was 
translated into a color display with red in the highest 
intensity and black in the lowest intensity areas. The 
presence of a high-contrast fluorescent checkerboard 
pattern of 100x100 Mm elements revealed that free amino 
groups were generated in specific regions by spatially- 
localized photodeprotect ion • 

2. B^gample 

Fig* 2 is a flow chart illustrating another 
example of the invention. Carboxy-activated NVOC-leucine 
was allowed to react with an aminated substrate. The 
carboxy activated HOBT ester of leucine and other amino 
acids used in this synthesis was formed by mixing 
0.25 nmol of the NVOC amino protected amino acid with 
37 mg HOBT (l-hydroxybenzotriazole) , 111 mg BOP 
(benzotriazolyl-n-oxy-tris (dimethylamino) - 

phosphoniumhexa-fluorophosphate) and 86 /il DIEA * 
(diisopropylethylamine) in 2.5 ml DMF. The NVOC 
protecting group was removed by \iniform illumination, 
carboxy-activated NVOC-phenylalanine was coupled to the 
exposed amino groups for 2 hours at room temperature. 
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and then washed with DHP and methylene chloride. Two 
unmaisked cycles of photodeprotection and coupling with 
carboxy-actlvated NVOC-glycine were carried out. The 
surface was then illuminated through a chrome on glass 
50 tm checkerboard pattern mask* Carboxy-activated 
Wa-tBOC-O-tButyl-L-tyrosine was then added. The entire 
surf^ice was uniformly illuminated to photolyze the 
remaining NVOC groups. Finally, carboxy-activated 
NVOC-L-proline was added, the NVOC group was removed by 
illumination, and the t-BOC and t-butyl protecting groups 
were removed with TFA. After removal of the protecting 
groups, the surface consisted of a 50 /in checkerboard 
array of Tyr-Gly-Gly-Phe-Leu (YGGFL) and Pro-Gly-Gly-Phe- 
Leu (PGGFL). see also SEQ ID N0:l and SEQ ID NO; 2. 

B. Antibody RecoonttiQn 

In one preferred embodiment the substrate is 
used to determine which of a plurality of amino acid 
seguences is recognized by an antibody of interest. 

1. Example 

In one example, the array of pentapeptides in 
the example illustrated in Fig. 2 was probed with a mouse 
monoclonal antibody directed against /9-endorphin. This 
antibody (called 3E7) is known to bind YGGFL and YG6FH 
(see also SEQ ID N0:1 and SEQ ID N0:21) with nanomolar 
affinity and is discussed in Meo et al . , Proc> Nat^i. 
Aca<^, pffft (1983) 80:4084, which is incorporated by 

reference herein for all purposes. This antibody 
requires the amino terminal tyrosine for high affinity 
binding. The array of peptides formed as described in 
Fig. 2 was incubated with a 2 jiig/ml mouse monoclonal 
antibody (3E7) known to recognize YGGFL. See also SEQ ID 
N0:1. 3E7 does not bind PGGFL. See also SEQ ID N0:2. A 
second incubation with f luoresceinated goat anti-mouse 
antibody labeled the regions that bound 3E7. The surface 
was scanned with an epi*fluorescence microscope. The 
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results showed alternating bright and dark 50 squares 
indicating that YGGFL (SEQ ID NO:l) and PGGPL (SEQ ID 
NO: 2) were synthesized in a geometric array determined by 
the mask. A high contrast (>12:1 intensity ratio) 
fluorescence checkerboard image shows that (a) YGGFL (SEQ 
ID NO:l) and PGGFL (SEQ ID NO: 2) were synthesized in 
alternate 50 nm squares, (b) YGGFL (SEQ ID NO :1} attached 
to the surface is accessible for binding to antibody 3E7, 
and (c) antibody 3E7 does not bind to PGGFL (SEQ ID NO: 2) 

A three-dimensional representation of the 
fluorescence intensity data in a 2 square by 4 square 
rectangular portion of the checkerboard was produced. It 
shows that the border between synthesis sites is sharp. 
The height of each spike in this display is linearly 
proportional to the integrated fluorescence intensity in 
a 2.5 pixel «^ The transition between PGGFL and YGGFL 
occurs within two spikes (5 /xm) • There is little 
veuriatibn in the fluorescence intensity of different 
YGGFL squares. The mean intensity of sixteen YGGFL 
synthesis sites was 2.03x10^ counts and the standard 
deviation was 9.6x10^ counts. 

III. ffy^the^sjp 

A. R^^ct:oy gygt^em 

Fig. 3 schematically illustrates a device used 
to synthesize diverse polymer sequences on a substrate. 
The device includes an automated peptide synthesizer 401. 
The automated peptide synthesizer is a device ^ich flows 
selected reagents through a flow cell 402 under the 
direction of a computer 404. In a preferred embodiment 
the synthesizer is an ABI Peptide Synthesizer, model 
no. 431A* The computer may be selected from a wide 
variety of computers or discrete logic including for, 
example, an IBM PC-AT or similar computer linked with 
appropriate internal control systems in the peptide 
synthesizer. The PC is provided with signals from the 
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board computer indicative of, for example, the end of a 
coupling cycle. 

Substrate 406 is mounted on the flow cell, 
forming a cavity between the substrate and the flow cell. 
Selected reagents flow through this cavity from the 
peptide synthesizer at selected times, forming an array 
of peptides on the face of the substrate in the cavity. 
Mounted above the substrate, and preferably in contact 
with the substrate is a mask 408. Mask 408 is 
transparent in selected regions to a selected wavelength 
of light and is opac[ue in other regions to the selected 
wavelength of light. The mask is illuminated with a 
light source 410 such as a UV light source, in one 
specific embodiment the light source 410 is a model no. 
82420 made by oriel. The mask is held and translated by 
an x-y-z translation stage 412 sucSi as an x-y translation 
stage made by Newport Corp. The computer coordinates 
action of the peptide synthesizer, x-y translation stage, 
and light source. Of course, the invention may be used 
in some embodiments with translation of the substrate 
instead of the mask. 

In operation, the substrate is mounted on the 
flow cell. The substrate, with its surface protected by 
a suitable photo removable protecting group, is exposed 
to light at selected locations by positioning the mask 
and directing light from a light source, through the 
mask, onto the substrate for a desired period of time 
(such as, for exaaqple, l sec to 60 min in the case of 
peptide synthesis). A selected peptide or other 
monomer/polymer is pumped through the reactor cavity by 
the peptide synthesizer for binding at the selected 
locations on the substrate. After a selected reaction 
time (such as about 1 sec to 300 min in the case of 
peptide reactions) the monomer is washed from the system, 
the mask is appropriately repositioned or replaced, and 
the cycle is repeated. In most embodiments of the 
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invention, reactions may be conducted at or near ambient 
temperature. 

Pigs 4a and 4b are flow charts of the software 
used in operation of the reactor system. At step 502 the 
peptide synthesis software is initialized. At step 504 
the system calibrates positioners on the x-y translation 
stage and begins a main loop. At step 506 the system 
determines which, if any, of the function keye on the 
computer have been pressed. If Pi has been pressed, the 
system prompts the user for input of a desired synthesis 
process, if the user enters P2, the system allows a user 
to edit a file for a synthesis process at step 5io. if 
the user enters F3 the system loads a process from a disk 
at step 512. If the user enters F4 the system saves an 
entered or edited process to disk at step 514. if the 
user selects P5 the current process is displayed at step 
516 while selection of F6 starts the main portion of the 
program, i.e., the actual synthesis according to the 
selected process, if the user selects P7 the system 
displays the location of the synthesized peptides, while 
pressing Fio returns the user to the disk operating 
system. 

Pig. 4b illustrates the synthesis step 518 in 
greater detail. The main loop of the program is started 
in which the system first moves the mask to a next 
position at step 526. During the main loop of the 
program, necessary chemicals flow through the reaction 
cell under the direction of the on-board computer in the 
peptide synthesizer. At step 528 the system then waits 
for an exposure command and, upon receipt of the exposure 
command exposes the substrate for a desired time at step 
530. When an acknowledgement of complete exposure is 
received at step 532 the system detexmlnes if the process 
is complete at step 534 and, if so, waits for additional 
keyboard input at step 536 and, thereafter, exits the 
perform synthesis process. 
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A coaqputer prograai used for operation of 
the system described above is written in Turbo C (Borland 
Int*l) and has been implemented in an 
IBM compatible system. The motor control software is 
adapted from software produced by Newport Corporation. 
It will be recognized that a lax^e variety of programming 
languages could be utilized without departing from the 
scope of the invention herein* Certain calls are made to 
a graphics program in "ProgranoDer Guide to PC and PS2 
Video Systems" (Wilton, Microsoft Press, 1987), which is 
incorporated herein by reference for all purposes. 

Alignment of the mask is achieved by one of two 
methods in preferred embodiments. In a first embodiment 
the system relies upon relative alignment of the various 
components, which is normally acceptable since x«*y*z 
translation stages are capable of sufficient accuracy for 
the purposes herein. In alternative embodiments, 
alignment marks on the substrate are coupled to a CCD 
device for appropriate alignment. 

According to some embodiments, p\ire reagents 
are not added at each step, or complete photolysis of 
the protecting groups is not provided at each step. 
According to these embodiments, multiple products will 
be formed in each synthesis site. For example, if the 
monomers A and B are mixed during a synthesis step, A and 
B will bind to deprotected regions, roughly in proportion 
to their concentration In solution. Hence, a mixture of 
compounds will be formed in a synthesis region. A 
substrate formed with mixtures of compotmds in various 
synthesis regions may be used to perform, for example, an 
initial screening of a large ntmber of compoimds, after 
which a smaller number of compounds in regions which 
exhibit high binding affinity are further screened. 
Similar results may be obtained by only partially 
photolyzing a region, adding a first monomer, 
re-photolyzlng the same region, and exposing the 
region to a second monomer. 
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B. Binary Svntheelft fit-r^i-^rjY 

In a light-direcsted chemical synthesis, the 
products formed depend on the pattern and order of masks, 
and on the order of reactants. To make a set of products 
there will in general be a finite number of possible 
masking strategies, in preferred embodiments of the 
invention herein a binary synthesis strategy is utilized. 
The binary synthesis strategy is illustrated herein 
primarily with regard to a masking strategy, although it 
will be applicable to other polymer synthesis strategies 
such as the pin strategy, and the like. 

In a binary synthesis strategy, the substrate 
is irradiated with a first mask, exposed to a first 
building block, irradiated with a second mask, exposed to 
a second building block, etc. Bach combination of masked 
irradiation and exposure to a building block is referred 
to herein as a "cycle." 

In a preferred binary masking strategy, the 
masks for each cycle allow illumination of half of a 
region of interest on the substrate and no illumination 
of the remaining half of the region of interest. By 
"half" it is intended herein not to mean exactly one-half 
the region of interest, but instead a large fraction of 
the region of interest such as from about 30 to 70 
percent of the region of interest, it will be understood 
that the entire masking strategy need not take a binary 
form; Instead non-binary cycles may be introduced as 
desizred between binary cycles. 

In preferred embodiments of the binary masking 
Strategy, a given cycle illuminates only about half of 
the region which w^s illiminated in a previous cycle, 
whUe not illuminating the remaining half of the 
illuminated portion from the previous cycle. Conversely, 
in such preferred embodiments, a given cycle illuminates 
half of the region which was not illuminated in the 



wo 92/10092 



23 



PCT/US91/08693 



previous cycle and does not illuminate half the region 
which was not illiiBinated in a previous cycle. 

In the synthesis strategy disclosed herein, the 
longest length (£) of the synthesized polymers is 
t e n/a; where n is the number of cycles and a is the 
number of chemical building blocks (note that a given 
building block may be repeated) • 

The synthesis strategy is most readily 
Illustrated and handled in matrix notation. At each 
synthesis site, the determination of whether to add a 
given monomer is a binary process. Therefore, each 
product element is given by the dot product of two 
vectors, a chemical reactant vector, e.g,, c « [A,B,c,D], 
and a binary vector aj. Inspection of the products in the 
eaeample below for a four*step synthesis, shows that in 
one four-step synthesis « [1,0,1,0], = [1# 0,0,1], 
^3 - [0,1,1,0], and 0^ = [0,1,0,1], where a 1 indicates 
illumination and a 0 indicates no illumination. 
Therefore, it becomes possible to build a switch matrix" 
s from the column vectors (j » l,k where k is the 
number of products) • 

a, 

S » 1 1 0 
0 0 1 
10 1 
0 10 

The outcome P of a synthesis is simply P « cs, the 
product of the chemical reactant matrix and the switch 
matrix. 

The switch matrix for an n-cycle synthesis 
yielding k products has n rows and k columns. An 
important attribute of S is that each row specifies a 
mask. A two-*dimensional mask m^ for the jth chemical step 
of a synthesis is obtained directly from the jth row of s 
by placing the elements s.^, ...s.,^ into, for example, a 
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square format. The particular arrangement b^low 
provides a square format, although linear or other 
arrangements may be utilized. 

S « 8„ S„ Sa S,4 mj e sj, S|, 

Sa ^ 8» 8,4 Sj, Sj« 

S31 Sjj Sj, S34 

S4I S«2 843 844 

Of course, compounds formed in a light- 
activated synthesis can be positioned in any defined 
geometric array, a square or rectangular matrix is 
convenient but not required. The rows of the switch 
matrix may be transformed into any convenient array as 
long as equivalent transformations are used for each row. 

For example, the masks in the four-step 
synthesis below are then denoted by: 



i»i = ll mj = oo m, = io 
° ° 11 10 



m* = 0 1 
0 1 



Where 1 denotes illumination (activation) and 0 denotes 
no xllumination. 

. The matrix representation is used to generate a 

desired set of products and product maps in preferred 
«nbodiments. Each compound is defined by the product of 
the chemical vector and a particular switch vector 
Therefore, for each synthesis address, one simply saves 
the switch vector, assembles all of them into a switch 
matrix, and extracts each of the rows to form the masks. 

or a «.v^ ^°°! P^^^^"^^^ P"***^^^ distributions 

or a maximal number of products are desired. For 

example, for c * [A,B,C,D], any switch vector (a,) 

consists Of four bits, sixteen four-bit vectors exist. 

Hence, a maximum of I6 different products can be made by 

sequential addition of the reagents £A,B,c,D). These 16 

column vectors can be assembled in 16! different ways to 
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form a switch matrix. The order of the column vectors 
defines the masking patterns, and therefore, the spatial 
ordering of products but not their makeup. One ordering 
of these columns gives the following switch matrix (in 
which "null" (0) additions are included in brackets for 
the sake of completeness, although such null additions 
are elsewhere ignored herein) : 

01 

111111110000000 
[0 00000001111111 

8=111100001111000 
[0 00011110000111 

iiooiiooiiooiio 

[0 01100110011001 
101010101010 101 
[OlOlOlOlOlOlOlO 

The columns of S according to this aspect of the 
invention are the binary representations of the numbers 
15 to 0. The sixteen products of this binary synthesis 
are ABCD, ABC, ABD, AB, ACD, AC, AD, A, BCD, BC, BD, B, 
CD, c, D, and 0 (null) . Also note that each of the 
switch vectors from the four-step synthesis masks above 
(and hence the synthesis products) are present in the 
four bit binary switch matrix. (See columns 6, 7, 10, 
and 11) 

This synthesis procedure provides an 
easy way for mapping the completed products. The 
products in the various locations on the substrate- are 
simply defined by the columns of the switch matrix (the 
first column indicating, for example, that the product 
ABCD will be present in the upper left-hand location of 
the substrate) . Furthermore, if only selected desired 
products are to be made, the mask sequence can be derived 
by extracting the columns with the desired sequences. 
For example, to form the product set ABCD, ABD, ACD, AD, 
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BCD, BD, CD, and D, the masks are formed by use of a 
switch matrix with only the 1st, 3rd, 5th, 7th, 9th, 
11th, 13th, and I5th columns arranged into the switch 
matrix: 



S«111100 0 0 

iiooiioo 

10101010 

11111111 



To form all of the polymers of length 4, the reactant 
matrix [ftBCDABCDABCDABCD] is used. The switch matrix 
will be formed from a matrix of the binary numbers from o 
to 2»« arranged in columns. The columns having four 
monomers are then selected and arranged into a switch 
matrix. Therefore, it is seen that the binary switch 
matrix in general will provide a representation of all 
the products which can be made from an n-step synthesis, 
from whicOi the desired products are then extracted. 

The rows of the binary switch matrix will, in 
preferred embodiments, have the property that each 
masking step illuminates half of the synthesis area. 
Each masking step also factors the preceding masking 
step; that is, half of the region that was illuminated in 
the preceding step is again illuminated, whereas the 
other half is not. Half of the region that was not 
illuminated in the preceding step is also illuminated 
whereas the other half is not. Thus, masking is 
recursive. The masks are constructed, as described 
previously, by extracting the elements of each row and 
placing them in a square array. For example, the four 
masks in S for a four-step synthesis are: 



1111 m,»iiii m3 = iioo 
1111 0000 1100 

0000 1111 



110 0 



0 0 0 0 0 0 0 0 1 1 0 0 



m4 = 1 0 1 0 

10 10 
10 10 
10 10 
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The rec\irsive factoring of laasks allows the 
products of a light-directed synthesis to be represented 
by a polynomial. (Some light activated syntheses can 
only be denoted by irreducible, i.e., prime polynomials. ) 
For example, the polynomial corresponding to the top 
synthesis of Fig. 8a (discussed below) is 

P = (A + B) (C + D) 

A reaction polynomial may be expanded as though it were 
an algebraic expression, provided that the order of 
joining of reactants x, and is preserved (XiXjtJ XjX,) , 
i.e., the products are not coxximutative. The product then 
is AC + AD + BC + BD. The polynomial explicitly 
specifies the reactants and implicitly specifies the mask 
for each step. Each pair of parentheses demarcates a 
round of synthesis. The chemical reactants of a round 
(e.g., A and B) react at nonover lapping sites and hence 
cannot combine with one Emother. The synthesis area is 
divided equally amongst the elements of a round (e,g., a 
is directed to one-half of the area and B to the other 
half). Hence, the masks for a round (e.g., the masks m^ 
and m^) are orthogonal and form an orthonormal set. The 
polynomial notation also signifies that each element in a 
round is to be joined to each element of the next round 
(e.g., A with C, A with D, B with C, and B with D) . This 
is accomplished by having m^ overlap m^ and equally, 
and likewise for mp. Because C and D are elements of a 
rotind, mc and mp are orthogonal to each other and form an 
orthonoraal set. 

The polynomial representation of the binary 
synthesis described above, in which 16 products are made 
from 4 reactants, is 



P « (A + 0) (B + 0) (C + 0) (D + 0) 
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which gives ABCD, ABC, ABD, AB, ACD, AC, AD, A, BCD, BC, 
BD, B, CD, C^ D, and 0 when expanded (with the rule that 
0X = X and X0 = and remembering that joining is 
ordered). In a binary synthesis, each round contains one 
reactant and one null (denoted by 0) • Half of the 
synthesis area receives the reactant and the other half 
receives nothing. Each maslc overlaps every other mask 
equally. 

Binary rounds and non-binary rounds can be 
interspersed a^ desired, as in 

P = (A + 0) (B) (C + D + 0) (E + F + G) 

The 18 compounds formed are ABCE, ABCF^ ABCG, ABDE, ABDP, 
ABDG^ ABE, ABF, ABG, BCE, BCP, BOG, BDE, BDF, BDG, BE, 
BF, and BG. The switch matrix S for this 7 -step 
synthesis is 



1 


1 


1 


1 


1 


1 


1. 


1 


1 


0 


0 


0 


0 


0 


0 


0 


0 


0 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


1 


0 


0 


0 


0 


0 


0 


1 


1 


1 


0 


0 


0 


0 


D 


0 


S » 0 


0 


0 
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The round denoted by (B) places B in all products because 
the reaction area was uniformly activated (the mask for B 
consisted entirely of l^s). 

The number of compounds k formed in a synthesis 
consisting of r roimds, in which the ith round has bj 
chemical reactants and Z; nulls, is 



k = E (bi+2i> 
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and the number of chemical steps n Is 

n » Sb| 

The number of compounds synthesized when b - a (the 
number of chemical building blocks) and z » 0 in all 
rounds is a"^', compared with 2° for a binary synthesis. 
For n = 20 and a « 5, 625 compounds (all tetramers) would 
be formed r compared with 1.049x10^ compounds in a binary 
synthesis with the same number of chemical steps. 

It should also be noted that rounds in a 
polynomial can be nested, as in 

(A + (8-10) (040)) (D-H2I) 

The products are AD, BCD, BD, CD, D, A, BC, B, c, and 0. 

Binary syntheses are attractive for two 
reasons. First, they generate the maximal number of 
products (2"") for a given number of chemical steps (n) • 
For four reactants, 16 compounds are formed in the binary 
synthesis, whereas only 4 are made when each roxind has 
two reactants* A io-*step binary synthesis yields 1,024 
compounds, and a 20«-step synthesis yields 1,048,576. 
Second I products formed in a binary synthesis are a 
complete nested set with lengths ranging from 0 to n. 
All compounds that can be formed by deleting one or more 
units from the longest product (the n-mer) are present. 
Contained within the binary set are the smaller sets that 
would be formed from the same reactants using any other 
set of loaslcs (e.g., AC, AD, BC, and BD formed in the 
synthesis shown in Fig. 5 are present in the set of 16 
formed by the binary synthesis) • In some cases, however, 
the experimentally achievable spatial resolution may not 
suffice to accommodate all the compounds formed. 
Therefore, practical limitations may require one to 
select a particular subset of the possible switch vectors 
for a given synthesis. 
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' 1. Example 

Fig. 5 illustrates a synthesis with a binary 
naslcing strategy. The binary masking strategy provides 
the greatest number of sequences for a given number of 
cycles. According to this embodiment, a mask m, allows 
illumination of half of the substrate. The substrate is 
then exposed to the building block A, which binds at the 
illuminated regions. 

Thereafter, the mask m, allows illumination of 
half of the previously illuminated region, while it does 
not illuminate half of the previously illuminated region. 
The building block B is then added, which binds at the 
illuminated regions from m,. 

The process continues with masks x^, iq,, and m,, 
resulting in the product array shown in the bottom 
portion of the figure. The process generates 32 (2 
raised to the power of the number of monomers) sequences 
with 5 (the number of monomers) cycles. 

2. Bvatiiplo 

Fig. 6 illustrates another preferred binary 
masking strategy which is referred to herein as the gray 
code masking strategy. According to this embodiment, the 
masks m, to m, are selected such that a side of any given 
synthesis region is defined by the edge of only one mask. 
The site at ^ich the sequence BCDE is formed, for 
exaiqjle, has its right edge defined by m, and its left 
side formed by mask ib« (and no ether mask is aligned on 
the sides of this site) . Accordingly, problems created 
by misalignment, diffusion of light under the mask and 
the like will be minimized. 



3. Example 

Fig. 7 illustrates another binary masking 
strategy. According to this scheme, referred to herein 
as a modified gray code masking strategy, the number of 
masks needed is minimized. For example, the mask m, could 
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be the same mask as nl and simply translated laterally. 
Similarly, the mask m4 could be the same as mask ma and 
simply translated laterally. 

4. Example 

A four-step synthesis is shown in Fig. 8a. The 
reactants are the ordered set {A,B,C,D}. In the first 
cycle, illumination through m, activates the upper half of 
the synthesis area. Building block A is then added to 
give the distribution 602. Illumination through mask m, 
(which activates the lower half), followed by addition of 
B yields the next intermediate distribution 604. C is 
added after illumination through % (which activates the 
left half) giving the distribution 604, and D after 
illumination through m« (which activates the right half), 
to yield the final product pattern 608 {AC,AD,BC,BD} . 

5. Example 

The above masking strategy for the synthesis 
may be extended for all 400 dipeptides from the 20 
naturally occvurring amino acids as shown in Fig. Bb. The 
synthesis consists of two roimds, with 20 photolysis and 
chemical coupling cycles per round, in the first cycle 
of round l, mask l activates i/20th of the substrate for 
coupling with the first of 20 amino acids. Nineteen 
subsequent illumination/coupling cycles in round i yield 
a substrate consisting of 20 rectangular stripes each 
bearing a distinct member of the 20 amino acids. The 
masks of round 2 are perpendicular to round 1 masks and 
therefore a single illumination/ coupling cycle in round 2 
yields 20 dipeptides. The 20 illumination/coupling 
cycles of round 2 complete the synthesis of the 400 
dipeptides . 

6. Example 

The power of the binary masking strategy can be 
appreciated by the outcome of a lO-step synthesis that 
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produced 1,024 peptides. The polynonial expression for 
this 10-step binary synthesis was: 

(f-»0) (Y-f0) (G-J0) (A-«3) (G40) (T40) (F40) (L40) (S40) (F40) 

Each peptide occupied a 400x400 fim square. A 
32X32 peptide array (1,024 peptides, including the null 
peptide and 10 peptides of £ « i, and a limited number of 
duplicates) was clearly evident in a fluorescence scan 
following side group deprotection and treatment with the 
antibody 3E7 and fluoresceinated antibody. Each 
synthesis site was a 400x400 nm square. 

"ShB scan showed a range of fluorescence 
intensities, from a background value of 3,300 counts to 
22,400 counts in the brightest square (x » 20, y = 9) . 
Only 15 compounds exhibited an intensity greater than 
12,300 counts. The median value of the array was 4,800 
counts. 

The Identity, of each peptide in the array could 
be determined from its x and y coordinates (each range 
from 0 to 31) and the map of Pig. 9. The chemical units 
at positions 2, 5, 6, 9, and 10 are specified by the y 
coordinate and those at positions 1, 3, 4, 7, 8 by the x 
coordinate. All but one of the peptides was shorter than 
10 residues. FOr example, the peptide at x = 12 and 
y » 3 is YGAGP (SEQ ID NO: 3; positions 1, 6, 8, 9, and 10 
are nuUs). YGAFLS (SEQ ID HO: 4), the brightest element 
of the array, is at x « 20 and y « 9. 

It is often desirable to deduce a binding 
affinity of a given peptide from the. measured 
fluorescence intensity. Conceptually, the simplest case 
is one in which a single peptide binds to a univalent 
antibody molecule. The fluorescence scan is carried out 
after the slide is washed with buffer for a defined time. 
The order of fluorescence intensities is then a measure 
primarily of the relative dissociation rates of the 
antibody-peptide complexes, rf the on-rate constants are 
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the same (e.g., if they are diffusion-controlled), the 
order of fluorescence intensities will typically 
correspond to the order of binding affinities. However, 
the situation is sometimes more complex because a 
bivalent primary antibody and a bivalent secondary 
antibody are used. The density of peptides in a 
synthesis area corresponded to a mean separation of 
-7 nm, which would allow multivalent antibody-peptide 
interactions. Hence, fluorescence intensities obtained 
according to the method herein will often be a 
qualitative indicator of binding affinity. 

Another important consideration is the fidelity 
of synthesis. Deletions are produced by incomplete 
photodeprotectlon or Incomplete coupling. The coupling 
yield per cycle in these experiments Is typically between 
85% and 95%. Implementing the switch matrix by masking 
is imperfect because of light diffraction, internal 
reflection, and scattering. Consequently, stowaways 
(chemical units that should not be on board) arise by 
unintended illumination of regions that should be dark. 
A binary synthesis array contains many of the controls 
needed to assess the fidelity of a synthesis. For 
example, the fluorescence signal from a synthesis area 
nominally containing a tetrapeptlde ABCD could come from 
a tripeptide deletion impurity such as ACD. Such an 
artifact would be ruled out by the finding that the 
fluorescence intensity of the ACD site is less than that 
of the ABCD site. 

The fifteen most highly fluorescent peptides in 
the array obtained with the synthesis of i,024 peptides 
described above, were Y6AFLS (SEQ ID N0:4), YGAPS (SEQ ID 
N0:5), YGAFL (SEQ ID NO: 6), YGGFLS (SEQ ID N0:7), YGAF 
(SEQ ID N0:8), YGALS (SEQ ID N0:9), YGGFS (SEQ ID NO:10), 
YOAL (SEQ ID NO: 11), YGAFLF (SEQ ID NO: 12), YGAF (SEQ Id' 
N0:8), Y6AFP (SEQ ID N0:13), YGGLS (SEQ ID NO: 14), YGGFL 
(SEQ ID NO:l and SEQ ID NO: 15), YGATSF (SEQ ID NO: 16), 
and Y6APLSP (SEQ ID NO: 17). A striking feature Is that 
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all fifteen begin with YG, which agrees with previous 
work showing that an amino- terminal tyrosine is a key 
det«nalnant of binding to 3E7. Residue 3 of this set is 
either A or 6, and residue 4 is either P or L. The 
exclusion of S and T from these positions is clear cut. 
The finding that the preferred sequence is YG (a/g) fF/Li 
fits nicely with the outcome of a study in which a vl^ 
large library of peptides on phage generated by 
recombinant DNA methods was screened for binding to 
antibody 3E7 (see Cwirla ^ ^. , Proc. n... ...^ 

""^^f i"-^°«ted herein by reference . 
Additional binary syntheses based on leads from peptides 
on phage experiments show that ygmmq (seq id no:18) 
^GA™ (SEQ ID N0:19,, and YGAFQ (SEQ ZO K0:20) glvl 
Stronger fluorescence signals than does ycGFM (SEQ ID 
wo: 21), the immunogen used to obtain antibody 3E7 

variations on the above masking strateg^ will 
'ke^ir'^ ^^"^ Circumstances. Por examp!!, if a 
kernel- sequence of interest consists of Pqr separated 
^om XY. the aim is to synthesize peptides 1„ whlT 
these units are separated by a variable number of 

n»t!irH'T"" '^--^ Placed in each 

peptide by using a mask that has I's everywhere. The 
polynomial representation of a suitable synthesis is: 

(P) (Q) (R) (A-M3) (B^0) (C40) (DS0) (X) (Y) (2) 

Sixteen peptides will be formed, ranging In length from 
the 6-mer PQRXYZ to the lo-mer PQRABCDXY2. 

several other masking strategies will also find 
value xn selected circumstances. By using a particulL 
»ask more than once, two or more reactants will appear in 
the same set of products pim- ^^^^ i ff^^i^ xn 

mask fnn o Z''''^''^^^- example, suppose that the 

mask for an 8-step synthesis is 



A 11110000 
B 00001111 
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C 11001100 

D 00110011 

E 10101010 

F 01010101 

G 11110000 

H 00001111 



The products are ACEG, ACFG, ADEG, ADPG, BCEH, 
BCFH, BDEH, and BDFH. A and G always appear in the same 
product, although not necessarily next to each other, 
because their additions were directed by the same mask, 
and likewise for B and H. 



C. Linker Sel«ni-<9p 

According to preferred enbodinents the linker 
molecules used as an intermediary between the synthesized 
polymers and the substrate are selected for optimum 
length and/ or type for improved binding interaction with 
a receptor. According to this aspect of the invention 
diverse linkers of varying length and/ or type are 
synthesized for subsequent attachment of a ligand. 
Through variations in the length and type of linker, it 
becomes possible to optimize the binding Interaction 
between an immobilized ligand and its receptor. 

The degree of binding between a ligand 
(peptide, inhibitor, hapten, drug, etc.) and its receptor 
(enzyme, antibody, etc.) when one of the partners is 
inmobilized on to a substrate will in some embodiments 
depend on the accessibility of the receptor in solution 
to the immobilized ligand. The accessibility in turn 
will depend on the length and/or type of linker molecule 
employed to immobilize one of the partners. Preferred 
embodiments of the invention therefore employ the VLSIPS 
technology described herein to generate an array of, 
preferably, inactive or inert linkers of varying length 
and/or type, using, photochemical protecting groups to 
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selectively expose different regions of the substrate and 
to build upon chemically-ractive groups. 

In the simplest embodiment of this concept, 
the same unit is attached to the substrate in varying 
multiples or lengths in known locations on the substrate 
via VLSIPS techniques to generate an array of polymers of 
varying length, a single ligand (peptide, drug, hapten, 
etc.) is attached to each of them, and an assay is 
performed vith the binding site to evaluate the degree of 
binding with a receptor that is known to bind to the 
ligand. in eases where the linker length impacts the 
ability of the receptor to bind to the ligand, varying 
levels of binding will be observed. In general, the 
linker which provides the highest binding will then be 
used to assay other ligands synthesized in accordance 
with the techniques herein. 

According to other embodiments the binding 
between a single ligand/receptor pair is evaluated for 
linkers of diverse monomer sequence. According to these 
embodiments, the linkers are synthesized in an array in 
accordance with the techniques herein and have different 
monomer sequences (and, optionally, different lengths) . 
oaiereafter, all of the linker molecules are provided with 
a ligand known to have at least some binding affinity for 
a given receptor. The given receptor is then exposed to 
the ligand and binding affinity is deduced. Unker 
molecules which provide adequate binding between the 
ligand and receptor are then utilised in screening 
studies. 



D. Protect incT Groupp 

As discussed above, selectively removable 
protecting groups allow creation of well defined areas of 
substrate surface having differing reactivities. 
Preferably, the protecting groups are selectively removed 
from the surface by applying a specific activator, such 
as electromagnetic radiation of a specific wavelength and 
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Intiensity. More preferably, the specific activator 
exposes selected areas of the surface to remove the 
protecting groups in the exposed areas. 

Protecting groups of the present invention are 
used in conjunction with solid phase oligomer syntheses, 
isuch as peptide syntheses using natural or unnatural 
amino acids, nucleotide syntheses using deoxyribonucleic 
and ribonucleic acids, oligosaccharide syntheses, and the 
like. In addition to protecting the substrate stirface 
from unwanted reaction, the protecting groups block a 
reactive end of the monomer to prevent 
self "^polymerization. For instance, attachment of a 
protecting group to the amino terminus of an activated 
amino acid, such as an N-hydroxyeuccinimide-activated 
ester of the amino acid, prevents the amino terminus of 
one monomer from reacting with the activated ester 
portion of another during peptide synthesis. 
Alternatively, the protecting group may be attached to 
the carboxyl group of an amino acid to prevent reaction 
at this site. Host protecting groups can be attached to 
either the amino or the carboxyl group of an amino acid, 
and the nature of the chemical synthesis will dictate 
which reactive group will require a protecting group. 
Analogously, attachment of a protecting group to the 
5»-hydroxyl group of a nucleoside during synthesis using 
for example, phosphate-triester coupling chemistry, 
prevents the 5*-hydroxyl of one nucleoside from reacting 
with, the 3 « --activated phosphate-triester of another. 

Regardless of the specific use, protecting 
groups are employed to protect a moiety on a molecule 
from reacting with another reagent. Protecting groups of 
the present invention have the following characteristics: 
they prevent selected reagents from modifying the group 
to whicih they are attached; they are stable (that is, 
they remain attached to the molecule) to the synthesis 
reaction conditions; they are removable under conditions 
that do not adversely affect the remaining structure; and 
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once removed, they do not react appreciably with the 
surface or surf ace-bound, oligomer. The selection of a 
suitable protecting group will depend, of course, on the 
chemical nature of the monomer unit and oligomer, as- well 
as the specific reagents they are to protect against. 

In a preferred embodiment, the protecting 
groups are photoactivatable*. The properties and iises of 
photoreactive protecting compounds have been reviewed. 
See, McCray e£ sJl,. , Ann. Rev, of Biophvs. and Blophvs. 
Chem. (1989) ias239*270, which is incoxporated herein by 
reference. Preferably, the photosensitive protecting 
groups will be removable by radiation in the ultraviolet 
(UV) or visible portion of the electromagnetic spectrum. 
Hore .preferably, the protecting groups will be removable 
by radiation in the near UV or visible portion of the 
spectrum. In some embodiments, however, activation may 
be performed by other methods such as localized heating, 
electron beam lithography, laser pumping, oxidation or 
reduction with microelectrodes, and the like. Sulfonyl 
compounds are suitEJ^le reactive groups for electron beam 
lithography. Oxidative or reductive removal is 
accomplished by exposure of the protecting group to an 
electric current soiirce, preferably using microelectrodes 
directed to the predefined regions of the surface which 
are desired for activation. Other methods may be used in 
light of this disclosure. 

Many, sathough not all, of the photoremovable 
protectjjig groups will be aromatic compounds that absort> 
near-UV and visible radiation* Suitable photoremovable 
protecting groups are described in, for example, McCray 
etal-/ Patchornik, J. Amer, Chem. Soc. (1970) 92:6333, 
and Amit efe aX. , J, Org. Chem, (1974) 32^192, which are 
incorporated herein by reference. 

A preferred class of photoremovable protecting 
groups has the general formula: 
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Where R^, R^, R^, and R* independently are a hydrogen atom, 
a lower alkyl, aryl, benzyl, halogen, hydroxy 1, alkoxyl, 
thiol, thioether, amino, nitro, carboxyl, formate, 
formamido or phosphide group, or adjacent siibstituents 
(i.e., R^-R^, R^-R^, R^-R^) are substituted oxygen groups 
that together form a cyclic acetal or ketal; R^ Is a 
hydrogen atom, a alkoxyl, al)^l, halo, aryl, or alkenyl 
group, and n » 0 or 1. 

A preferred protecting group, 6-nitroveratryl 
(MV) , which is used for protecting the carboxyl terminus 
of an amino acid or the hydroxyl group of a nucleotide, 
for example, is formed when R^ and R^ are each a methoxy 
group, R^, R^ and R® are each a hydrogen atom, and n « O: 




OMe 



A preferred protecting group, 
6-nitroveratryloxycarbonyl (NVOC) , which is used to 
protect the amino terminus of an amino acid, for example, 
is formed when r' and r' are each a methoxy group, r^, r^ 
and R^ are each a hydrogen atom, and n - 1: 




OMe 
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Another prefezxed protecting group, 
6-nitropiperonyl (NP) , which is used for protecting the 
carboxyl tezninus of an amino acid or the hydroxyl group 
of a nucleotide, for example, is formed when and 
together form a methylene acetal, R^,.R^ and R® are each a 
hydrogen atom, and n s o: 




Another preferred protecting group, 
6-nitropiperonyloxycarbonyl (NPOC), which is used to 
protect the amino terminus of an amino acid, for example, 
is formed when R^ and R^ together form a methylene acetal, 
R^, R* and R* are each a hydrogen atom, and n « l: 




A most preferred protecting group, 
methyl-6-nitroveratryl (MeN7) ^ which is used for 
protecting the carboxyl terminus of an amino acid or the 
hydroxyl group of a nucleotide, for example, is formed 
when R^ and are each a methoxy group, R^ and R^ are . 
each a hydrogen atom, R^ is a methyl group, and n = O: 
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Another most preferred protecting group, 
inethyl-6-nitroveratryloxycarbonyl (HeNVOC), which is used 
to protect the amino terminus of an amino acid, for 
example, is formed when r' and are each a methbxy 
group, R* and R* are each a hydrogen atom, R* is a methyl 
group, and n « 1: 




OMe 



AnothMT most preferred protecting group, 
methyl-6-nitropiperonyl (MeNP) , which is used for 
protecting the carboxyl terminus of an amino acid or the 
hydroxyl group of a nucleotide, for example, is formed 
when R^ and R^ together form a methylene acetal, R* and R* 
are each a hydrogen atom, R* is a methyl group, and n = O: 




Another most preferred protecting group, 
methyl-6-nitropiperonyloxyoarbonyl (MeNPOC), which is 
used to protect the amino terminus of an amino acid or to 
protect te 5» hydroxyl of nucleosides, for example, is 
formed when r' and r' together form a methylene acetal, R* 
and R^ are each a hydrogen atom, r' is a methyl group, and 
n = 1: 
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A protected amino acid having a 
pbotoactiva table os^carbonyl protecting group, such NVOC 
or NPOC or their corresponding methyl derivatives^ MeNVOC 
or MeHPOC, respectively, on the amino terminus is formed 
by acylating the amine of the amino acid with an 
activated oacycarbonyl ester of the protecting group. 
Estanples of activated oxycarbonyl esters of NVOC and 
HeNVOG have the general formula r 




NVOC-X MeNVOC-X 
where X is halogen, mixed anhydride, phenoxy, 

p-nitrophenoxy, N-hydroxysuccinimide, and the like* 

A protected amino acid or nucleotide having a 

photoactivatable protecting group, such as NV or NP or 

their corresponding methyl derivatives, MeNV or HeNP, 

respectively, on the carboxy terminus of the amino acid 

or 5«-*hydroxy terminus of the nucleotide, is formed by 

acylating the carboxy terminus or 5«hdh with an activated 

benzyl derivative of the protecting group. Examples of 

activated benzyl derivatives of MeNV and HeNP have the 

general formula: 




MeNV-X MeNP-X 
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where X is halogen, hydroxy 1, tosyl, mesyl, 
trifluoromethyl, diazo, azido, and the like. 

Another method for generating protected 
monomers is to react the benzylic alcohol derivative of 
the protecting group with an activated ester of the 
monomer. For example, to protect the carboxyl terminus 
of an amino acid, an activated ester of the amino acid is 
reacted with the alcohol derivative of the protecting 
group, such as 6-nitroveratrol (NVOH) . Examples of 
activated esters suitable for such uses include 
halo*formate, mixed anhydride, imidazoyl formate, acyl 
halide, and also include formation of the activated ester 
4a situ the use of common reagents such as DOC and the 
like. See Atheirton |gt for other examples of 
activated esters* 

A further method for generating protected 
monomers is to react the benzyl ic alcohol derivative of 
the protecting group with an activated carbon of the 
monomer. For example, to protect the 5»-hydroxyl group 
of a nucleic acid, a derivative having a 5* -activated 
carbon is reacted with the alcohol derivative of the 
protecting group, such as methyl-6<*nitropiperonol 
(MePyROH) . Examples of nucleotides having activating 
groups attached to the 5'*-hydroxyl group have the general 
formula: 




OP 



where Y is a halogen atom, a tosyl, mesyl, 
trifluoromethyl, azido, or diazo group, and the like. 

Another class of preferred photochemical 
protecting groups has the formula: 
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vhere R^, r', and r' independently are a hydrogen atom, a 
lower aUcyl, aryl, benzyl, halogen, bydroxyl, alkoxyl, 
thiol, thioether, amino, nitro, earhoxyl, formate, 
formamido, sulfanates, sulfido or phosphldo group, R* and 

independently are a hydrogen atom, an alkoxy, all^l, 
halo, aryl, or alkenyl group, and n = 0 or 1. 

A preferred protecting group, 
1-pyrenylmethyloxycarbonyl (PyROC) , which is used to 
protect the amino terminus of an amino acid, for example, 
ift formed when R^ through are each a hydrogen atom and 



n = 1: 




Another preferred protecting group, 
1-pyrenylmethyl (PyR) , which is used for protecting the 
carboxy terminus of an amino acid or the hydroxyl group 
of a nucleotide, for example, is formed when R^ through R* 
are each a hydrogen atom and n •> o: 
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An amino acid having a pyranylaathyloxyearbonyl 

protecting group on its amino terminus is formed by 
acylation of the free amine of amino acid with an 
activated oxycarbonyl ester of the pyrenyl protecting 
group. Examples of activated oxycarbonyl esters of PyRoc 
have the general formula: 




where X is halog«n, or mixed anhydride, p-nltrophenoxy, 
or N-hydroxysuccinlmlde group, and the like. 

A protected amino acid or nucleotide having a 
photoactivatable protecting group, such as PyR, on the 
carboxy terminus of the amino acid or 5 '-hydroxy terminus 
of the nucleic acid, respectively, is formed by acylating 
the carboxy terminus or 5«-OH with an activated 
pyrenylmethyl derivative of the protecting group. 
Examples of activated pyrenylmethyl derivatives of PyROC 
have the general formula: 




where X is a halogen atom, a hydroxyl, diazo, or azido 
group, and the like. 

Another method of generating protected monomers 
is to react the pyrenylmethyl alcohol moiety of the 
protecting group with an activated ester of the monomer. 
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For example, an activated ester of an amino acid can be 
reacted with the alcohol .derivative of the protecting 
group, such as pyrenylmethyl alcohol (PyROH) , to form the 
protected derivative of the carb03cy terminus of the amino 
acid. Examples of activated esters include halo-formate, 
mixed anhydride, imidazoyl formate, acyl halide, and also 
include formation of the activated ester in situ and the 
use of common reagents such as OCC and the like. 

Clearly, many photosensitive protecting groups 
are suitable for use in the present invention. 

In preferred embodiments, the substrate is 
irradiated to remove the photoremovable protecting groups 
and create regions having free reactive moieties and side 
products resulting from the protecting group. The 
removal rate of the protecting groups depends on the 
wavelength and intensity of the incident radiation, as 
well as the physical and chemical properties of the 
protecting group itself. Preferred protecting groups are 
removed at a faster rate and with a lower intensity of 
radiation. For example, at a given set of conditions, 
Uemoc and HeNPOC are photolytically removed from the 
N-terminus of a peptide chain faster than their 
\msubstituted parent compounds, NVOC and HPOC, 
respectively . 

Removal of the protecting group is accomplished 
by irradiation to separate the reactive group and the 
degradation products derived from the protecting group. 
Not wishing to be bound by theory, it is believed that 
irradiation of an NVOC- and HeNVOC-protected oligomers 
occurs by the following reaction schemes: 

NVOC-AA -> 3,4-dimethoxy-6-nitrosobenzaldehyde -f COj -f AA 
MeNVOC-AA-> 3 , 4-dimethoxy"-6-nitrosoacetophenone + CO^ + AA 

where AA represents the N-terminus of the amino acid 
oligomer. 
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Along with the unprotected amino acid, other 
products are liberated into solution: carbon dioxide and 
a 2,3-dimethoxy-6-nitrosophenylcart»onyl compoiind, which 
can react with nucleophilic portions of the oligomer to 
form unwanted secondary reactions. In the case of an 
NVOC-protected amino acid, the degradation product is a 
nitrosobenzaldehyde, while the degradation product for 
the other is a nitrosophenyl ketone. Por instance, it is 
believed that the product aldehyde from NVOC degradation 
reacts with free amines to form a SOhiff base (imine) 
that affects the remaining polymer synthesis. Preferred 
photoremovable protecting groups react slowly or 
reversibly with the oligomer on the support. 

Again not wishing to be bound by theory, it is 
believed that the product ketone from irradiation of a 
HeNVOC-protected oligomer reacts at a slower rate with 
nucleophiles on the oligomer than the product aldehydes 
from irradiation of the same NVOC-protected oligomer. 
Although not unambiguously determined, it is believed 
that this difference in reaction rate is due to the 
difference in general reactivity between aldehydes and 
ketones towards nucleophiles due to steric and electronic 
effects. 

The photoremovable protecting groups of the 

present invention are readily removed. Por example, the 
photolysis of N-protected L-phenylalanine in solution 
having different photoremovable protecting groups was 
analyzed, and the results are presented in the following 
table: 



Table 

Photolysis of Prol;fte<;«^d L-Phe-ow 



fiPlven t NBOC W VOC MeWVoc MftWpi ;^^ 

Dioxane 1288 110 24 19 

5nM HjSOy Dioxane 1575 98 33 22 
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The half life, t^^^ is the time in seconds 
required to remove 50% of the starting amount of 
protecting group* NBOC is the S-nitrobenzyloxycarbonyl 
group, NVOC is the 6-nitrdveratryloxycarbonyl group, 
MeNVOC is the methyl-6-nitroveratryloxycarbonyl group, 
and MeNPOC is the methyl-6-nitropiperonyloxycarbonyl 
group. The photolysis was carried out in the indicated 
solvent with 362/364 nm-vavelength irradiation having an 
intensity of 10 mW/cm^, and the concentration of each 
protected phenylalanine was 0.10 mM. 

The table shows that deprotection of NVOC-, 
MeNVOC-, and MeHPOC-protected phenylalanine proceeded 
faster than the deprotection of NBOC. Furthermore, it 
shows that the deprotection of the two derivatives that 
are substituted on the bensylic carbon, HeNVOC and 
HeNPOG, were photolyzed at the highest rates in both 
dioxane and acidified dioxane. 

3^- Pse of Photoremovable Groups DuriipfY 
SoXid-Phase Synthesis of Pepl^id^g 

The formation of peptides on a solid-phase 

support requires the stepwise attachment of an amino acid 

to a substrate-botind growing chain. In order to prevent 

unwanted polymerization of the monomeric amino acid under 

the reaction conditions, protection of the amino terminus 

of the amino acid is required. After the monomer is 

coupled to the end of the peptide, the N-terminal 

protecting group is removed, and another amino acid is 

coupled to the chain. This cycle of coupling and 

deprotecting is continued for each amino acid in the 

peptide sequence. See Merrifield, J. Am. Chem. Soe> 

(1963) 85:2149, and Atherton et ai. , "Solid Phase 

Peptide Synthesis" 1989, IRL Press, London, both 

incorporated herein by reference for all purposes. As 

described above, the use of a photoremovable protecting 

group allows removal of selected portions of the 
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sub&trate surface, via patterned Irradiation, during the 
deprotectlon cycle of the solid phase synthesis. This 
selectively allows spatial control o£ the synthesis — the 
next amino acid is coupled only to the irradiated areas. 

In one embodiment, the photoremovable 
protecting groups of the present invention are attached 
to an activated ester of an amino acid at the amino 
terminus: 



v 



NH-X 



where R is the side chain of a natural or unnatural amino 
acid, X is a photoremovable protecting group, and Y Is an 
activated carboxylic acid derivative « The photoremovable 
protecting group, X, is preferably NVOC, NPOC, PyROC, 
HeMVOC, MeNFOC, and the like as discussed above. The 
activated ester, Y, is preferably a reactive derivative 
having a high coupling efficiency, such as an acyl 
halide, mixed anhydride, N-hydroxysuccinimide ester, 
perfluorophenyl ester, or urethane protected acid, and 
the like. Other activated esters and reaction conditions 
are well known (See Atherton et al.) • 

2. Ose of Photoremovable Crouoa Pairing 

solid-Phase Svnthesis of Oliaonucleotid^ji 

The formation of oligonucleotides on a 

solid-phase support requires the stepwise attachment of a 

nucleotide to a substrate-bound growing oligomer* In 

order to prevent unwanted polymerization of the loonomeric 

nucleotide under the reaction conditions, protection of 

the 5* -hydroxy 1 group of the nucleotide is required. 

After the monomer is coupled to the end of the oligomer, 

the 5»-hydroxyl protecting group is removed, and another 

nucleotide is coupled to the chain. This cycle of 
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coupling and deprotecting is continued for each 
nucleotide in the oligomer sec3[uence. See Gait, 
"Oligonucleotide Synthesis: A Practical J^proach" 1984, 
IRL Press r London, incorporated herein by reference for 
all purposes. As described above, the use of a 
photoremovable protecting group allows removal^ via 
patterned irradiation, of selected portions of the 
substrate surface during the deprotection cycle of the 
solid phase synthesis. This selectively allows spatial 
control of the synthesis— the next nucleotide is coupled 
only to the irradiated areas. 

Oligonucleotide synthesis generally involves 
coupling an activated phosphoroxis derivative on the 
3«-hydroxyl group of a nucleotide with the 5 • -hydroxy! 
group of an oligomer bound to a solid support. Two major 
chemical methods exist to perform this coupling: the 
phosphate-triester and phosphoramidite methods (See 
Gait) • Protecting groups of the present invention are 
suitable for use in either method. 

In a preferred embodiment, a photoremovable 
protecting group is attached to an activated nucleotide 
on the 5*-hydro3^1 group: 




OP R 



where B is the base attached to the sugar ring; R is a 
hydrogen atom when the sugar is deoxyribose or R is a 
hydroxyl group when the sugar is ribose; P represents a 
activated phosphorous group; and X is a photoremovable 
protecting group. The photoremovable protecting group, 
X, is preferably NV, NP, PyR, MeNV, MeHP, NVOC, NPOC, 
PyROC, MeNVOC, MeNPOC, and the like as described above. 
The activated phosphorous group, P, is preferably a 
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raaetivo derivative having a high coupling efficiency, 
such as a phosphate-triester, phosphoramidite or the 
like. Other activated phosphorous derivatives, as well 
as reaction conditions, are well known (See Gait) . 
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Amino Ac id W-Carboxy Anhy dr-jd^p 
Protected Wit±t a PhQt: oreinovab JL .e Group 

During Merrifield peptide synthesis, an 
activated ester of one amino acid is coupled with the 
free amino terminus of a substrate-bound oligomer. 
Activated esters of amino acids suitable for the solid 
phase synthesis include halo-formate, mixed anhydride, 
imidazoyl formate, acyl halide, and also includes 
formation of the activated ester is situ and the 
use of common reagents such as DCC and the like 
(See Atherton et aio . a preferred protected and 
activated amino acid has the general formula: 




where R is the side chain of the amino acid and X is a 
photoremovable protecting group. This compound is a 
urethane-protected amino acid having a photoremovable 
protecting group attached to the amine* A more preferred 
activated amino acid is formed when the photoremovable 
protecting group has the general formula: 




where rS R^ R^ and R^ independently are a hydrogen atom, 
a lower alkyl, aryl, benzyl, halogen, hydroxyl, alkoxyl, 
thiol, thioether, amino, nitro, carboxyl, formate, 
formamido or phosphide group, or adjacent substituents 
(i.e.^ R^-R^, R^-R^, R^-R*) are substituted oxygen groups 
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that together £om a cyclic acetal or ketalr and Is a 
hydrogen atom, alkoxyl, alkyl, halo, aryl, or alkenyl 
group. 

A preferred activated amino acid Is 
formed when the photoremovable protecting group is 
6-nitroveratryloxycarbonyl. That is, and are each a 
hydrogen atom, R^ and R^ are each a methoxy group, and R* 
is a hydrogen atom* Another preferred activated amino 
add Is formed when the photoremovable group is 
6-nitroplperonyl: and are each a hydrogen atom, R^ 
and R^ together form a methylene acetal, and r' Is a 
hydrogen atom. Other protecting groups are possible. 
Another preferred activated ester is formed when the 
photoremovable group is methyl-6-nitroveratryl or methyl- 
6*nitropiperony 1 . 

Another preferred activated axiino acid is 
formed when the photoremovable protecting group has the 
general formula: 




where R^, R^, and R^ independently are a hydrogen atom, a 
lower alJcyl, aryl, benzyl, halogen, hydroxy 1, alkoxyl^ 
thiol, thioether, amino, nitro, carboxyl, formate, 
formamido, sulfanate, sulfide or phosphide group, and R^ 
and R^ independently are a hydrogen atom, an alkoxy, 
alkyi, halo, aryl, or alkenyl group. The resulting 
cos^ound is a urethane-protected amino acid having a 
pyrenylmethyloxycarbonyl protecting group attached to the 
amine. A more preferred embodiment is formed when R^ 
through R^ are each a hydrogen atom. 

The urethane^protected amino acids having a 
photoremovable protecting group of the present invention 
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are prepared by condensation of an H-protected amino acid 
with an acylating agent such as an acyl halide, 
anhydride, chloroformate and the like (See Puller et al 
U.S. Patent No. 4,946,942 and Fuller efe j. 
fibsau^ (1990) lia:7414-74l6, both herein incorporated 
by reference for all purposes) . 

Urethane-protected amino acids having 
Photoreaovable protecting groups are generally useful as 
reagents during solid-phase peptide synthesis, and 
because of the spatial selectivity possible with the 
Photoremovable protecting groups, are especially useful 
for the spatially addressing peptide synthesis. These 
amino acids are difmictional: the urethane group first 
serves to activate the carboxy terminus for reaction with 
the a»x„e bound to the surface, and, once the peptide 
bond is formed, the photoremovable protecting group 
protects the newly formed amino terminus from further 

nucSoIhi, ^-<^ive to 

nucleophiles, such as deprotected amines on the surface 
Of the solid support, and due to this high reactivity, 
^e solid-Phase peptide coupling times are significantly 
reduced, and yields are typically higher. 

IV. Data Cftn»,T^|^„ 

A- Pftta CollPntlon fiyft'n 

substrates prepared in accordance with the 
above description are used in one embodiment to determine 
Which Of the Plurality of sequences thereon bind to f 
receptor Of interest. Fig. xo illustrates one embodiment 
Of a device used to detect regions of a substrate which 
contain florescent markers. This device would be used 
for example, to detect the presence or absence of a ' 
fluorescently labeled receptor such as an antibody which 
has bound to a synthesized polymer on a substrate! 

I^ght is directed at the substrata from a light 
source 1002 such as a laser light source of the type 1^1 
known to those of skill in the art such as a aoder„o. 
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2025 made by Spectra Physics. Ught from the source is 
directed at a lens 1004 which is preferably a cylindrical 
lens of the type well known to those of skill in the art. 
The resulting output from the lens 1004 is a linear beam 
rather than a spot of light. Thus, data can be detected 
substantially simultaneously along a linear array of 
pixels rather than on a pixel-by-pixel basis, it will be 
understood that while a cylindrical lens is used herein 
as an illustration of one technique for generating a 
linear beam of light on a surface, other techniques could 
also be utilized. 

The beeun from the cylindrical lens is passed 
through a dichroic mirror or prism and directed at the 
surface of the suitably prepared substrate looa. 
Substrate 1008 is placed on an x-y translation stage 1009 
such as a model no. PM500-8 made by Newport. Certain 
locations on the substrate will fluoresce and 
fluorescence will be transmitted along the path indicated 
by dashed lines back through the dichroic mirror, and 
focused with a suitable lens 1010 such as an f/1.4 camera 
lens on a linear detector 1012 via a variable f stop 
focusing lens 1014. Through use of a linear light beam, 
it becomes possible to generate data over a line of 
pixels (such as about i cm) along the substrate, rather 
tham from individual points on the substrate, in 
alternative embodiments, light is directed at a 2- 
dimensional area of the substrate and fluorescence is 
detected by a 2-dimensional CCD array. Linear detection 
is preferred because substantially higher power densities 
are obtained. 

Detector 1012 detects the amount of 
fluorescence emitted from the substrate as a function of 
position. According to one embodiment the detector is a 
linear CCD array of the type commonly known to those of 
skill in the art. The x-y translation stage, the light 
source, and the detector 1012 are all operably connected 
to a computer 1016 such as an IBM PC-AT or equivalent for 
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control of the device aiid data collection from the CCD 
array. 

In operation, the substrate is appropriately 
positioned by the translation stage. The light source is. 
then illuminated, and fluorescence intensity data are 
gathered with the computer via the detector. 

In an alternate embodiment, the substrate and 
x/y translation table are placed under a microscope which 
includes one or more objectives. Light (about 488 nm) 
from a laser, which in some embodiments is a model no. 
2020-05 argon ion laser manufactured by Spectraphysics. 
is directed at the substrate by a dichroic mirror which 
passes greater than about 520 nm light but reflects 
488 nm light. The dichroic mirror may be, for example, a 
model no. FPSio manufactured by Carl Zeiss. Light 
reflected from the mirror then enters the microscope 
which may be, for example, a model, no. Axioscop 20 
manufactured by carl Zeiss. Pluorescein-marked materials 
on the substrate will fluoresce >488 nm light, and the 
fluoresced light will be collected by the microscope and 
passed through the mirror. The fluorescent light from 
the substrate is then directed through a wavelength 
filter and, thereafter through an aperture plate. The 
wavelength filter may be, for example, a model no. OG530 
manufactured by Melles Griot and the aperture plate may 
be, for example, a model no. 477352/477380 manufactured 
by Carl Zeiss. 

The fluoresced light then enters a 
photomultiplier tube which in some embodiments is a model 
no. R943-02 manufactured by Hamamatsu, the signal is 
amplified in a preamplifier and photons are counted by a 
photon counter. The number of photpns is recorded as a 
function of the location in the computer. The pre-amp 
may be, for example, a model no. SR440 manufactured by 
Stanford Research Systems and the photon counter may be a 
model no. SR400 manufactured by Stanford Research 
systems. The substrate is then moved to a subsequent 
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location and the process is repeated. In preferred 
embodiiDents the data are. acquired every 1 to 100 /m with 
a data collection diameter of about 0.8 to 10 
preferred. In embodiments with sufficiently high 
fluorescence, a CCD detector with broadfield illumination 
is utilized. 

Fig. 11 Illustrates the architecture of the 
data collection system in greater detail. Operation of 
the system occurs under the direction of the photon 
counting program 1102. The user inputs the scan 
dimensions, the number of pixels or data points in a 
region, and the scan speed to the counting program. Via 
a GPIB bus 1104 the program (in an IBM PC compatible 
computer, for example) interfaces with a multichannel 
scaler 1106 such as a Stanford Research SR 430 and an x-y 
stage controller 1108 such as a Newport PH500. The 
signal from the light from the fluorescing stibstrate 
enters a phot omul tlplier 1110, providing output to the 
scaler 1106. Data are output from the scaler indicative 
of the number of counts in a given region. After 
scanning a selected area, the stage controller is 
activated with commands for acceleration and velocity, 
which in turn drives the scan stage 1112 such as a 
Newport PM500-A to another region. 

Data are collected in an image data file 1114 
and processed in a scaling program 1116. A scaled image 
is output for display on, for example, a VGA display 
1118. The Image Is scaled based on an input of the 
percentage of pixels to clip and the minimum and maximum 
pixel levels to be viewed. The system outputs for use 
the min and max pixel levels in the raw data. 

B. Data Analvsis 

The output from the data collection system is 
an array of data indicative of fluorescence Intensity 
versus location on the substrate. The data are typically 
taken over regions substantially smaller than the area in 
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which synthesis of a given polymer has teUcen place. 
Merely by way of example,, if polymers were synthesized in 
squares on the substrate having dimensions of 500 microns 
by 500 microns, the data may be taken over regions having 
dimensions of 5 microns by 5 microns. . In most preferred 
embodiments, the regions over which florescence data are 
taken across the substrate are less than ea>out 1/2 the 
area of the regions in which individual polymers are 
synthesized, preferably less than l/io the area in which 
a single polymer is synthesized, and most preferably less 
than 1/100 the area in which a single polymer is 
synthesized » Hence, within any area in idiich a given 
polymer has been synthesized, a large nunkber of 
fluorescence data points are collected. 

A plot of the number of pixels versus > 
fluorescence intensity for a scan of a cell when it has 
been exposed to, for example, a labeled cuitibody will 
typically take the form of a bell ctirve, but spiirious 
data are observed, particularly at higher intensities. 
Since it is desirable to use an average of fluorescence 
intensity over a given synthesis region in determining 
relative binding affinity, these spurious data will tend 
to undesirably skew the data. 

Accordingly, in one embodiment of the invention 
the data are corrected for removal of these spurious data 
points, and an average of the data points is thereafter 
utilized in determining relative binding efficiency. 

Fig. 12 illustrates one embodiment of a system 
for removal of spurious data from a set of fluorescence 
data such as data used in affinity screening studies. A 
user or the system inputs data relating to the chip 
location and cell comers at step 1302. Prom this 
information and the image file, the system creates a 
computier representation of a histogram at step 1304, the 
histogram (at least in the form of a computer file) 
plotting nvunber of data pixels versus intensity. 
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For each cell, a main data analysis loop is 
then performed- For each cell, at step 1306, the system 
calculates the total fluorescence intensity or ntunber of 
pixels for the bandwidth centered around varying 
intensity levels. For example, as shown in the plot to 
the right of step 1306, the system calculates the number 
of pixels within the band of width w. The system then 
"moves" this bandwidth to a higher center intensity, and 
again calculates the number of pixels in the bandwidth. 
This process is repeated until the entire range of 
intensities have been scanned, and at step 1308 the 
system determines vrtiich band has the highest total number 
of pixels* The data within this bandwidth are used for 
further analysis. Assuming the bandwidth is selected to 
be reasonably small, this procedure will have the effect 
of eliminating spurious data located at the higher 
intensity levels. The system then repeats at step 1310 
if all cells have been evaluated, or repeats for the next 
cell. 

At step 1312 the system then integrates the 
data within the bandwidth for each of the selected cells, 
sorts the data at step 1314 using the synthesis procedure 
file, emd displays the data to a user on, for example, a 
video display or a printer. 

V. Representa tive Applications 
A. QliaQnucleotide Synthesis 

The generality of light directed spatially 
addressable parallel chemical synthesis is demonstrated 
by application to nucleic acid synthesis. 

Light activated formation of a thymidine- 
cytidine dimer was carried out. A three dimensional 
representation of a fluorescence scan showing a 7 square 
by 4 square checkerboard pattern generated by the light- 
directed synthesis of a dinucleotide was produced. 
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5'-hitroVeratryl thymidine was attached to a synthesis 
substrate through the 3'. hydroxy 1 group. The 
nitroveratryl protecting groups were removed by 
illumination through a 500 im checkerboard mask. The 
substrate was then treated with phosphoramidite activated 
2'-deoxycytidine. in order to follow the reaction 
fluorometrically, the deoxycytidine had been modified 
with aii FMOC protected aminohexyl linker attached to the 
expcyclic amine (5«-o-dimethoxytrityl-4-N-{6-H- 
f luorenylmethylcarbamoyl-hexylcarbojqr) -2 • -deoxycytidine) , 
After removal of the PMOC protecting group with base, the 
regions which contained the dinuoleotide were 
fluorescently labelled by treatment of the substrate with 
1 m FITC in MF for one hour. 

The three-dimensional representation of the 
fluorescence intensity data showing alternating squares 
of bright raised pixels reproduces the checkerboard 
illumination pattern used during photolysis of the 
substrate. This result demonstrates that 
oligonucleotides as well as peptides can be synthesized 
by the light-'dlrected method. 

In another example the light-activated 
formation of thymidine-cytidine-cytidine was carried out 
as shown in Fig. 13. Here, as in the previous example, 
5'-nitroveratryl thymidine was attached to the substrate, 
via phosphoramidite chemistry to a surface containing 
[Bis {2-hydroxyethyl)-3-aminopropylsiloxane]. The slide 
was then uniformly illuminated (362nm at - I4i«w/cn») for 
10 minutes in the presence of dioxahe. After drying, the 
surface was then treated with H,4-dimethoxytrityl-5tl 

nitroveratryl-2'-deoxycytidine-3'-o-(2-cyanoethyl)-N,N- 
diisopropylphosphoramidite in the presence of tetrazole 
(standard phosphoramidite coupling chemistry) . After 
oxidizing and drying, the plate was again illuminated as 
before except that a 500 m checkerboard mask was placed 
between the light source and the slide. The surface was 
then exposed to 5'-o-(4,4«-Dimathoxy)-H-4-(6- 
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( CBiotlnoyl ) aaino) hexanoyl ) amino) hexanoyl , aiainohexyl ) -5- 
methyl - 2 • -deoxycyt idlne-3 • -O- ( 2 -cyanoethy 1 ) -N , N- 
diisopropylphosphoramidlte with tetrazale. After 
oxidizing and drying # the areas which contained the 
trinucleotide were fluroescently labelled by treatment 
with FITC labled streptavidin. A resulting 
representation of the fluorescence intensity data showed 
alternating bright and dark squares corresponding to the 
500 and checkerboard illumination pattern used during 
photolysis* 

vi« qonglusAQn 

The inventions herein provide a new approach 
for the simultaneous synthesis of a large number of 
compounds. The method can be applied whenever one has 
chemical building blocks that can be coupled in a solid- 
phase format, and when light can be used to generate a 
reactive group. 

The above description is illustrative and not 
restrictive. Many variations of the invention will 
become apparent to those of skill in the art upon review 
of this disclosure. Merely by way of example^ while the 
invention is illustrated primarily with regard to peptide 
and nucleotide synthesis, the invention is not so 
limited. The scope of the invention should, therefore, 
be determined not with reference to the above 
description, but instead should be determined with 
reference to the appended claims along with their full 
scope of equivalents. 
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INFORM/ITION FOR SEQ ID NO: I: 

(1) SEQUENCE CHARACTERISTICS: 

(A) LEHGTH: 5 amino adds 

(B) TYPE: amino acid 

(C) STSAMOEDRESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(3(1) SEQUENCE DESCRIPTION: SEQ ID HO:li 

Tyr Gly Gly Phe Leu 
1 5 
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(2) INFORMATION FOR SEQ ID NO: 2; 

(1) SEQUENCE CBiaiACTERISTICS: 

(A) LENGTB: 5 amino adds 

(B) TYPES amino acid 

(C) STRAMDEDNESS: slngU 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2: 



Pre Gly 6ly me Leu 
1 5 
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(2) INFORmTION FOR SEQ ID NO: 3: 

(1) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 5 amino acids 

(B) TYPE: amino acid 

<C) STRANDEDNBSS: single 
(D) TOPOLOGY: linear 

(ii) WLECOLE TYPE: peptide 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3; 

Tyr Gly Ala Gly Phe 
1 5 
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(2) IHFORIimON FOR SEQ ID NO: 4: 

(1) SBQTIENCE GHARACTERISVICS: 

(A) LENGTH: 6 tmino adds 

(B) TYPE: amino acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: p^tide 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 4: 

Tyr Gly Ala Pbe Leu Ser 
I S 
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(2) IMFORM&TION FOR SEQ ID NOrS: 

(1) SHQUENCE CRftBACTERISTICS ; 

(A) LENGTH: 5 amino acids 

(B) TYPE: ai&ino acid 

(C) STRftNDEDHESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 5: 

Tyr Gly Ala Phe Ser 
1 5 
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(2) INFOItlOkTZON FOR SEQ ID NO: 6: 

. (1) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 5 amino acids 

(B) TYPE: aaino acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 6: 

Tyr Gly Ala Phe Leu 
1 5 
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(2) IHFOS»&TIOK FOR SEQ ID NO: 7: 

(1) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 6 amino acids 

(B) TXSBi amino acid 

(C) SZRAHDSDHBSSt single 
(0> TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7; 

Tyr Gly Gly Phe Leu Ser 
1 S 
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(2) INFOSHmON FOR SEQ ID HO: 8: 

(i) SBQUEMCE CHJUACTERISTZCS: 

(A) LEHGTH: 4 amino acids 

(B) TYPE: amino aoid 

(C) STRMIDEDMESS: single 
(0) TOPOLOGY: linear 

(11) MOLECULE TYPE: peptide 



(Xl) SEQUENCE DESCRIPTION: SEQ ID H0:8i 

Tyr 61y Ala Pbe 
1 
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INFORMATION FOR SEQ ID N0:9: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 5 amino acids 

(B) TZPE: antino acid 

(C) STBAHDEDNESS? single 

(D) TOK>I06Y: linear 

(ii) HOLECdLE TYPE: peptide 

(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 9: 

Tyr Gly Ala Leu ser 
1 5 
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(2) INFOIOfATION FOR SEQ ID NO: 10: 

(1) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 5 amino acids 

(B) TYPE: amino acid 

(C) STRANDEDHESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 10: 

Tyr Gly Gly Phe Ser 
1 5 
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(2) IHFOSMAXIOH FOR SEQ ID NO: 11: 

(i) SBQUEHCE CBftR&CIERZSTICS: 
(A> LENGTH: 4 attlno acids 

(B) TYPE: amino acid 

(C) STRANDEDHESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECOLB TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 11: 

Tyr Gly Ala Leu 
1 
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(2) IHFOBM&IIOM FOR SEQ ID N0:12: 

(1) SEQUENCE CHARACTsklSTICS: 

(A) LENGTH: 6 amino acids 

(B) TYPE: amino acid 

(C) STRAMDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 12: 

Tyr Gly Ala Phe Leu Phe 
1 S 
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(2) INFORU&TION FOR SEQ ID NO: 13: 

(i) SEQUENCE GH&EULCTERZSTICS: 

(A) LENGTH: 5 amino aoids 

(B) TYPE: amino acid 

(C) STRANDEDNE8S: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 13: 

Tyr 61y iaa Phe Phe 
L S 
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(2) ZNFOBIATION FOR SEQ ID HO: 14: 

(1) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 5 amino acids 

(B) TYPE: amino acid 

(C) SZRANDEDNES8: single 
(0) TOPOLOGY: linear 

(il) MOLECULE TYPE: peptide 



(Xi) SEQUENCE DESCRIPTION : SEQ ID NO: 14: 

Tyr Gly Gly Leu Ser 
1 5 
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(2) INFOBH&TIOK FOR SEQ ID NO: 15: 

(1) SEQTJENCE CHAR&CTERISa?ICS: 

(A) LEHGTB: 5 amino acids 

(B) TYPE: amino acid 

(.c> STsaNDBiaiESS: singls 
(D) T0P0L06Y: linear 

(ii) MOCECDLE TYPE: peptide 



(xi) SEQOEHCE DESCRIPTION: SEQ ID NO: 15: 

Tyr Gly 61y Phe Leu 
1 5 
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mFOBMATION FOR SEQ ID NO: 16: 

(i) SEQUENCE CHMRACTERISTXCS: 
(&) LEN613I: 6 aalno adds 

(B) TYPE: amino acid 

(C) STRANDEDHBSS: single 

(D) TOPOLOOTt linear 

(ii) MOLECULE TYPE: peptide 



(Xi) SEQUENCE DESCRIPTION: SEQ ID N0:16: 

Tyr Gly Ala Phe Ser Phe 
1 5 
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(2) IKPORMATrOK FOR SEQ ID N0:l7: 

(1) SEQOafCB CHftRACTERlSTlCS. 

iJ i^S'^- ' amino acids 
(B) TYPE: amino acid 

i^l ^SSS^^ttESSt single 
(D) TOPOLOGY: linear 

(ii) MOLECDLE TYPE: peptide 

(Xi) SBQOBHCE D8SCRIPTX0N: SBQ ID N0:17: 

Jyr Gly Ala Phe Lau ser Phe 

5 
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(2) IHFORHATIOH FOR SEQ ID NO: 18: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH; 6 aoino adds 

(B) TYPE: amino acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) HOLBCOLE TYPE: peptide 



(Xi) SEQUENCE DESCRIPTION: SEQ ID NO: 18: 

Tyr Gly Ala Phe Met Gin 
1 5 
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(2) INFOBH&TION FOR SEQ ID NO: 19: 

(i) SEQUENCE CHAKACTERISTICS: 

(A) LENGTH: 5 amino acids 

(B) TYPE: amino aeid 

(C) STRANDEDNES8: single 
(D^ TOPOLOGY: linear 

(ii) 1«>LECULE TYPE: peptide 



(xl) SEQOENCT DESCmPTIOH: SEQ ID H0:19: 

Tyr Gly Ala Phe Ket 
I 5 
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(2) INFORMATION FOR SEQ ID NO: 20: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 5 aaino acids 

(B) TYPE: aaino acid 

(C) STRANDEDNESS: single 
(0) TOPOLOGY: linear 

(ii) MOLECULE TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 20: 

Tyr 61y Ala Phe Gin 
1 5 
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(2) IKFOSn&TION FOR SEQ ID N0:21: 

(1) SEQUENCE CH&SACTERZSTICS: 

(A) LENGTH: 5 amino acids 

(B) TZPE: amino acid 

(C) STB2UHDBDNESS: single 
(0) TOPOLOGY t linear 

(ii) 1K>LECUI.E TYPE: peptide 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 21: 

Tyr Gly Gly Phe Met 
1 5 
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miT IS CIAIMED IS: 

1. A reactor system for synthesizing a plurality 
of polymer sequences on a substrate comprising: 

a) a reactor for contacting reaction fluids to 
said substrate; 

b) a system for delivering selected reaction 
fluids to said reactor; 

c) a translation stage for moving a mask or 
substrate from at least a first relative location 
relative to a second relative location; 

d) a light for illuminating said substrate 
through a mask at selected times; and 

e) an appropriately programmed digital computer 
for selectively directing a flow of fluids from said 
reactor system, selectively activating said translation 
stage, and selectively illuminating Said substrate so as 
to form a plurality of diverse polymer sequences on said 
substrate at predetermined locations. 

2. nie reactor system as recited in claim l 
adapted to provide a plurality of monomers in a reaction 
fluid to said svibstrate, said substrate used for an 
initial screening of polymer sequences. 

3. An ordered method for forming a plurality of 
polymer sequences by sequential addition of reagents 
coii^rising the step of serially protecting and 
deprotectlng portions of said plurality of polymer 
sequences for addition of other portions of said polymer 
sequences using a binary synthesis strategy. 

4. The method as recited in claim 3 wherein said 
binary synthesis strategy is a binary masking strategy. 

5. The method as recited in claim 4 wherein said 
masking strategy in which said masking strategy provides 
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at' least two consecutive steps in which a mask factors a 
previous mask by protecting a portion of a previously 
illiminated portions to light and exposing a portion of a 
previously protected portions to light. 

6. The method as recited in claim 4 in which said 
masking strategy in which at least two successive steps 
in said masking strategy illuminate about one half of a 
region of interest on said substrate. 

1. The method as recited in claim 4 wherein said 
masking strategy forms a plurality of polymer sequences 
on a single substrate. 

8. The method as recited in claim 4 wherein said 
masks are arrcutged in a gray code masking strategy, said 
gray code masking strategy having one edge illumination 
on each of a plurality of synthesis sites. 

. 9 • The method as recited in claim 4 wherein said 
masking strategy results in a minimum number of masking 
steps for a number of polymers synthesized. 

10. The method as recited in claim 4 wherein all 
possible polymers of length 1 are formed with a given 
basis set of monomers. 

11. The method as recited in claim 4 wherein said 
masking strategy is developed in an appropriately 
programmed digital computer inputting at least a desired 
basis set, and length of polymers. 

12. The method as recited in claim 4 wherein all 
possible polymers of a length less than or equal to 1 are 
formed with a given basis set of monomers. 
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13. The method as recited in claiin 4 further 
comprising the step of forming a portion of said polymers 
with a non*binary masking strategy » 

14. The method as recited in claim lo fiirther 
comprising the step of outputting a masking strategy. 

15. The method as recited in claim 10 further 
comprising the step of outputting a map of synthesized 
polymers on said substrate. 

16* The method as recited in claim 15 wherein said 
map is in the form of Fig. 9. 

17. A method of screening a plurality of linker 
polymers for use in binding affinity studies comprising 
the steps of: 

a) forming a plurality of linker polymers on a 
substrate in selected regions, said linker polymers 
formed by the steps of recursively: 

1) on a surface of a substrate, irradiating 
a portion of said selected regions to remove a 
protecting group; and 

ii) contacting said surface with a monomer; 

b) contacting said plurality of linker polymers 
with a ligand; and 

c) contacting said ligand with a labeled 

receptor. 

18. The method as recited in claim 17 wherein said 
ligand is a polypeptide. 

19. The method as recited in claim 17 wherein said 
receptor is an antibody. 

20. The method as recited in claim 17 wherein said 
monomers added in step ii) are the same in each of said 
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recursive- steps, said selected regions comprising linker 
molecules of different lengths. 

21. The method as. recited in claim 17 wherein said 
labelled receptor is a fluoresceinated receptor. 

22. A system for determining affinity of a receptor 
to a ligand comprising: 

a) means for applying light to a surface of a 
substrate^ said substrate comprising a plurality of 
ligands at predetermined locations, said means for 
applying directing light providing simultaneous 
illumination at a plurality of said predetermined 
locations? and 

b) an array of detectors for detecting 
fluorescence at said plurality of predetermined 
locations. 

23. A system as recited in claim 22 wherein said 
means for applying light comprises a point light source 
and a crkrlindrical lens for focusing said point light 
source along a substantially linear path. 

24. A system as recited in claim 22 wherein said 
array of detectors comprises a linear array. 

25. A system as recited in claim 22 wherein said 
array of detectors comprises a linear CCD array. 

26. In a digital computer, a method of determining 
the tendency of a receptor to bind to a ligand 
comprising: 

a) exposing fluorescently labelled recieptors to 
a substrate, said substrate comprising a plurality of 
ligands in regions at known looations; 
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b) at a plurality of data collection points 
within each of said regions, determining an amount of 
fluorescence from said data collection points; 

c) removing said data collection points 
deviating from a preset amount from a predetermined 
statistical distribution; and 

d) determining a relative binding affinity of 
said receptor to remaining data collection points. 

27. The method as recited in claim 26 wherein said 
predetermined statistical distribution is a normal 
distribution* 

28. A compound having the formula: 




wherein n = O or 1; Y is selected from the group 
consisting of an oxygen of the carboxyl group of a 
natural or unnatural amino acid, an amino group of a 
natural or unnatural amino acid, or the oxygen group 

of a natural or unnatural deoxyribonucleic or ribonucleic 
acid; and independently are a hydrogen atom, a lower 
alkyl, aryl, benzyl r halogen, hydroxyl, alkoxyl, thiol, 
thioether, amino, nitro, carboxyl, formate, formamido, 
sulfide, or phosphido group; and R^ is a alkoxy, alkyl, 
aryl, hydrogen, or alkenyl group. 

29. The compound of claim 28 wherein Y is the c<-5* 
oxygen group of a natural or unnatural deoxyribonucleic 
or ribonucleic acid. 

30. The compound of claim 29 wherein n « 0. 
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31. The compound of claia 29 wherein and are 
each a hydrogen atom. 

32* The compoiind of claim 31 wherein R^ is a 
hydrogen atom. 

33. The compound of claim 31 wherein R^ is a methyl 
group. 

34. The compound of claim 28 wherein Y is an oxygen 
of the carboxyl group of an amino acid and n » 0. 

35. The compound of claim 34 wherein R^ and R^ are 
each a hydrogen atom. 

36. The compound of claim 35 wherein R^ is a 
hydrogen atom. 

37. The compound of claim 35 wherein R^ is a methyl 
group. 

38. A compound having the formula: 




wherein n » 0 or 1; Y is selected from the group 
consisting of an amino group of a natural or unnatural 
amino acid or the c-5' oxygen group of a natural or 
unnatural deoxyribonucleic and ribonucleic acid; R^, R^, 
and R^ independently are a hydrogen atom, a lower alkyl^ 
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aryl, benzyl, halogen, hydroxyl/ alkoxyl, thiol, 
thioether, amino, nitro,. carboxyl, formate, formamido, 
sulfido or phosphido group? and Independently are a 
alkoxy, alkyl, hydrogen, halo, aryl, or alkenyl group. 

39. The compound of claim 38 wherein R^ through R^ 
are each a hydrogen atom. 

40. The compound of claim 39 wherein R^ and R^ are 
each a hydrogen atom. 

41. The compound of claim 39 wherein R^ and R^ are 
each a methyl group. 

42. A compound having the formula: 

A' 



wherein n « 0 or 1; Y is a C-B*^ oxygen group of a natural 
or unnatural deoxyribonucleic and ribonucleic acid; R^ 
through R"* independently are a hydrogen atom, a lower 
alkyl, aryl, benzyl, halogen, hydroxyl, alkoxy 1, thiol, 
thioether, amino, nitro, carboxyl, formate, formamido, 
sulfido, or phosphido group; and R* is a alkoxy, alkyl, 
aryl, or alkenyl group. 

43. The compound of claim 42 wherein R^ and R^ are 
each a methoxy group « 

44. The compound of claim 43 wherein R^ and R* are 
each a hydrogen atom. 
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The compound of claim 44 wherein is a methyl 



group. 



A confound having the formula: 




wherein n » o or 1; Y is an atom to be protected; and 
R' independently are a hydrogen atom, a lower alkyl, aryl 
benzyl, halogen, hydroxyl, alkoxyl, thiol, thioether, 
amino, nitro, carboxyl, formate, formamido, sulfide, or 
phosphido group r and r' is a alkoxy, alkyl, aryl, or 
alkenyl group. 

47. The compound of claim 46 wherein Y is selected 
from the group consisting of an oxygen of the carboxyl 
group of a natural or unnatural amino acid, or the c-5' 
oxygen group of a natural or unnatural deoxyribonucleic 
or ribonucleic acid, or the amino group of a natural or 
unnatural amino acid. 

48. The compound of claim 47 wherein R^ and r' are 
hydrogen. 

49. The compound of claim 48 wherein r' is a methyl 



group. 



50. 



A compound having the formula: 



O 
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where R is a side chain of a natural or unnatural amino 
acid and X is a photoremovable protecting group. 

51. The compound of claim 50 wherein X has the 
following formula: 




where R^, R^, R^, and R^ independently are a hydrogen atom, 
a lower alkyl, aryl, benzyl, halogen, hydroxyl, alkoxyl, 
thiol, thioether, amino, nitro, carboxyl, formate, 
formamido or phosphide group, or adjacent substituents 
are substituted oxygen groups that together form a cyclic 
acetal or ketal; and R^ is a hydrogen atom, a alkoxyl, 
alkyl, halo, aryl, or alkenyl group> 

52, The compouund of claim 51 wherein R^ and R^ are 
each a hydrogen atom, and R^ and R^ are each a methoxy 
group. 

53 . The compound of claim 52 wherein R^ is a methyl 
group. 

54 • The compound of claim 51 wherein R^ and R^ are 
substituted oxygen groups that together form a cyclic 
acetal . 

55. The compound of claim 54 wherein R^ and R^ are 
each a hydrogen atom. 
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56. The compound of claim 55 wherein is a methyl 
group. 



wo 92/10092 



1/ 



PCrAJS91/086»3 




^ 

na I. 



SUBSTITUTE SHEET 



wo 92/10092 



2/16 



PCT/US91/08693 



hr 



till 

i I i I 
NH NH NH NH 






e) 




I 

I 

6 
6 
F 
L 



I 

I 

6 
6 
F 
L 




Y 
6 
6 
F 

L 




1 



Y 
6 
6 
F 
L 



f) 



P 
6 

F 

L 



P Y 

5 6 

6 6 
F F 
L L 



Y 

6 
F 
L 



V 



SUBSTITUTE SHEET 



wo 92/10092 PCT/US91/08693 

3/16 



UV U6HT 
SOURCE 




COMPUTER 



Fia J. 



SUBSTTTUTE SHEET 



wo 92/10092 



4/16 



V SOFTWARE J 



CALIBRATE 
POSITiONERS 



-504 



GETKEYKMRO 
INPUT 



I 



/ n \l(§J EMTK L 
\ PRESSED? /n PROCESS 1 

Z3II , c5IO 

J5L. . csa 




F5 
PRESSED? 

II 
PRESSED? 



N^SJSAVE PROCESS 
\ PRESSED? TO DISH 

I psAyb 
\pREsgD?y — 

< 



DISPUY 
PROCESS 




PERFORM 
SYNTHESIS 



PREsio? 



DISPLAY 
LOCATION 



FID 
PRESSED? 



c522 

EXIT TO ^ 



PCr/US9I/08693 



PERFORM A 
V SWrilESIS J 



POSITION MASK 
TO NEXT POSITION 



1 



IWUT FDR EXPOSURE 
COMMAND 



r530 



EXPOSE 
SUBSTRATE 



/532 



ACKNOWLEDGE 
EXPOSURE 
COMPLETE 



< 



PROCESS \N0 
COMPLETE? 





FIG. 4B. 



Fia 4 A 



SUBSTITUTE SHE6T 



wo 92/10092 



5/16 



PCr/US91/0M93 



Ml 



' 1 I M t I I I I I I III I 



M I I M 1 I I I I t I I I I 




N2 



M M I I I I I 



ii 

I I I I M 



MlUUiUlilj 




I I I I I I I I 



T TL 



M3 



t I I I I 



\\\\\ 




IB 




Mil ITT 



FICl 5A. 



FI& sa 



/7^. 5. 



m 



J_L 




suBsrrruTE sheet 



wo 92/10092 6/ 16 PCr/US91/0W93 




Fia 5a 



SUBSTITUTE SHEET 



wo 92/10092 



7/ie 



PCr/i;S91/08693 



Nl 



iiitiuHuiitiiiiiiiiuiiiiiiiiiw 



C 



1 M I I I 1 i I I I I I M I I 1 i I I M III,' 



MM, 



M M i M M M M M I TTTTTTT 





C 



M I M i M 




M M M M 





WW 







i-U. 



1 



FIG. 6A 



FI6. 6A. 



Fie. a 



SUBSTITUTE SHEET 



M> 92/10092 



8/16 



PCr/US91/08693 




na 6B. 



SUBSTITUTE SHEET 



wo 92/10092 



9/16 



PCrA)S91/08693 



MM, ffiiiiMHiiiHitit^^^^ 



' ' ' » ' H « I I I I t I I I 





wwww 





H3 




I I i M 



I ITTTTT 





■Mil 




7A 



Fi& 7A. 



06. TB. 



na z 



SUBSTITUTE SHEET 



wo 92/10092 



10/16 



PCrAJS91/08693 




m 7B. 



SUBSrmiTE SHEET 



wo 92/10092 



11/16 



PCr/US91/08693 



CYCLE I 



CYCLE 2 



CYCLES 



CYCLE 4 



A A 



A 


A 


B 


B 




AC 


A 


Be 


B 



1 



I 



• A — 



B — 



• C — 



A A 



A 


A 


B 


B 



^604 



D — 



AC 


A 


BC 


B 




AC 


AD 


BC 


60 



606 



'•eoB 



FIG. 64. 



ROUND t 



□ 



H2 




400 DINERS 



na 8B. 



SUBSmUTE SHEET 



wo 92/10092 -in/^^ PCT/US91/08693 

id/ 16 



m 

S3 
Si 



CP 



CD 
CP 



CD 



£9 < 



CO kk» 
CO Ui» 
CO 

CO u» 
CO i*. 
CO 

CO u. 

CO 

«o 

CO 
CO 

<o 

CO 
CO 
CO 



5: 



CM 



CM rr> ^ m C0 fn. 



SUBSTITUTE SHEET 



wo 92/10092 



13/ 16 



PCr/US91/08693 




COMPUTER 



SUBSTITUTE SHEET 



WO9Z/10092 



14/ 16 



PCT/US91/08693 



J SCAN 

mi 



SCAN 
INNQiSiONS. 
PIXELS^NtCRONS^' 
SCAN SPEED 



MM. MAX 

RAW pixa 



COMMANDS: ACCEL DISTANCE 
VEtDCmr SDWT 




M1N.MAX 
VIEWED 
POtEL LEVEL 



% OF PIXELS 
ID CLIP 

F/a iL 



SUBSTITUTE SHEET 



wo 92/10092 PCT/US91/08693 

15/16 



IHAGEFiLE 



ri304 



L 

LOCATE 
CHIP CEa 
CORKERS 



1302 



FDRNIIITERSin 
I1IS106RAN OF 
EACH CEU 



USERMPUT 



MSTOCRMS 



GALC0U1E INTENSITY OF 
VARHXIS BANDS « CEa 



.BANDWIimi(EfiLl2) 




INTENSITY 



^I30 B 



DETERNME WMCH 
BAND HAS HKHEST 
INTENSin (AREA) 




#OFPII(ELSINBAID 
BIO 



INTEGRATE y\S(i 

DATA 
FOR BAND 



SYNTHESIS 
PROCEDURE 
FILE 



SORT 



OlSPUY 



m 



m 12. 



suBSTmrrE sheet 



wo 92/10092 

ire/ 16 



PCr/US91/08693 



m p pw 

J T T to I 

> > 5 500m ^ 

0(EI) ® 



1 



w-o-ow c 



HNDKT 




^1 



F/a /J. 



SUBSTITUTE SHEET 



INTERNATIONAL SEARCH REPORT 



lot«f»ational Appllogtlen No. PCT/U$9iy08693 



J^XAftgiafiAI!e8L_Q^ftyB4KT,MATTBR Of several cUttlfiorton tvmli.l. .i>5lv. indl<..f all)* 


Aeeofding to imamttional Patent QMflfioation (IPC) or to both Notional aasiifieation and IPC 

IPC (5): Pleaaa See Attached Sheet. 
tIS CL : Pleaae See Attached Sheet. 


II. FIELDS SEARCHfiD 


Minimum Doeumantatton Saarehed^ 


CSasflifioation Svftarr 


Claaalfleation Svmbola 


U.S. 


435/7.92, 7.94, 7.95, 961, 968, 973, 307; 536/26; 562/441; 
436/518, 527, 807; 525/54.1, 54.11; 422/116, 131; 530/333, 
334, 335, 336, 337; 935/88 


Oooumantotion Saorehad othar than Minimum Oocumantation 
to tho extant that aueh Doeumonti aro Included in the Fialda Saarchad* 


AtmmTED PATEOT SYSTEM (APS) ; CHEMICAL ABSTRACTS 


III. DOCUMENTS CONSIDERED TO BE RELEVANT 




vjiarion or uocumant^ " wiin inatcaaon* wnere appropnate, of the ralavant paaa^ae 


Rdevent to Qaim No. 


X,P/Y 


WO, A, 90/15070 (Pirrung et al) 13 December 1990. See 
abstract; page 4, line 16-page 6, line 35; page 16, 
line 22 -page 17, line 19; page 23, lines 1-28? page 24, 
lines 9-26; page 26, Table I; page 35, lines 19-35; 
page 41, lines 5-31; claiais 1*46. 


1-23,26,28- 
37,42-45/24- 
2 5 , 2 7 , 3 8 - 
41,46-56 


x/y 


D. McQillis, •Lithography", in VLSI TECHNOLOGY, 
published 1983 by McGraw-Hill Book Con^any (New York) , 
pages 267*301. See pages 267-274. 


3-6,8,9,11,12- 
16/1- 
2,7,10,17-27 


X,P/Y 


SCIBKCB, vol. 251, issued 15 February 1991, S. Podor et 
al., 'Light-Directed, Spatially Addressable Parallel 
Chemical Synthesis", pages 767-773. See entire 
document. 


3-10, 12,14- 
2 2 , 2 6 , 2 8 - 
37, 42-47/1- 
2, 11, 13, 23> 
2 5 , 2 7,3 8 - 
41,46-56 


X,P/Y 


CHEMICAL ABSTRACTS, vol. 114, no. 15, issued 15 April 
1991 (Columbus, Ohio, USA), S. Robertson et al., ^'A 
general and efficient route for chemical aminoacylation 
of transfer RNAs", see page 839, cols* 1-2, the 
abstract no. 143954x. J. Am. Chem. Soc. I99i. iii(7i. 


28-29,31-37/30 




2722-9 (Bng). See entire abstract. 




* Sipodaloatagoiieaef citMldoeuniema:!^ 

*A* dooumamda1if«Hlthaoanaraiatataof thaart wNehb 

not eonsidarad to do of paitioular ralavanea 
T aailiaf document but publiahed on or after the 

mtemational fiSng date 
*L* document wNch may throw doubta on priority daim<t) 

Of wNoh is cftad to ostabGah tho publication data of 

another dtadon or other apodal raaton (aa spedfied) 
"0* document refarrins to an oral diadoaura, use, exhibition 

or other meana 
*P* document published prior to the imemational filing data 

but later than the priority data dalmad 


*r* later document putaUahed after ttia imemational fiKno 
date or priority date end not in confBct with the 
appfication but dted to understand the principle or 
theory underlying the Invantion 

"X* documant of pardeular ralavanea; tha cldmad 
invention cannot be cofMidarad noval or cannot be 
eonaidarad to Involve an Invantivo atep 

"Y" document of pardeular relevance; the cldmad 
Invantion cannot ba conaidered to involve en 
inventive etep when the document ia combined with 
one or more othar auch documenta* such combination 
being obvioue to e person akiilad in tha art 


IV. CERTIFICATION 


Oete of the Actual Completion of the International Search^ 


Date of Mdling of this International Seerch Report' 


X4 


MARCH 1991 


81 MAR m 




International Soerchtng Authority* 


Signature of Authorized Officer^ 




ISA/US 




Carol A. Spiegel / 





Form PCT/iS A/210 <9ooond sheetKMay 1986) ft 



Intomationd Appfioation No. PCrAIS91/08$93 



Pl> DOCUMENTS COWSIPagP TO BE BELEVANT (CONTINUED PftQM THE SECOND SHEET) 



Cfltaqofy* D'tetion of Document'^ with indfcation, where cpproprfate, of th» feldvant petiagas RalavamioCtiAnNo.'' 



CHEMICAL ABSTRACTS, vol- 112/ no. 11, issued 12 March 
1990 (Coliunbus, Ohio. USA), C. Shin et al 
•Oehydrooligopeptides- XI. Facile synthesis of various 
kinds of dehydrodi- and tripepcides, and 
dehydroenkephalins containing Tyr residue by using N- 
carboxydehydrotyroaine anhydride", see page 618, col. 
2, the abstract no. 99207p, Bull, chem. sn^, .jpr^, 1939, 
62(4), 1127*35 (Bng)> See entire abstract. 

WO, A, 91/07087 (Barrett et al) , 30 May 1991. See 
abstract; page 3, line 20 -page 4, line 14; page 6, 
lines 16-25; page 10, line 1-page 12, line il; page 13, 
lines 32*33r page 24, lines 11-23; page 26, lines I-I6; 
Table 3; page 31, lines 20-28; page 35, lines 3-30. 

US, A, 4,517,338 (Drdea et al) 14 M&y 1985* See 
abstract; col. 3, lines 1*17 and col. 14, line 52-col. 
15, line 3. 

PRCCfiEDINGS OP THE INDIAN NATIONAL SCIENCE ACADEMY, 
vol. 53, no. 6, issued 1987, V.K. Haridasan et al, 
•Peptide Synthesis asing Photolytically Cleavalable 2- 
Nicro-benzyloxycarbonyl protecting group", pages 717- 
728. See abstract; introduction, cpd (1); and page 
727 # lines 17-34. 



wo, A^ 84/03564 (Geysen et al) 13 September 1984. See 
page 12, line 12 -page 3, line 3; page 5, line 23-page 
8, line 25; page 11, line 26 -page 12, line 20. 

US, A, 4,562,157 (Lowe et al) 31 December 1985. See 
col. 3, line 3 -col. 4, line 15; and col. 9, lines 18- 
22. 

WO, A, 90/04652 (Macevicz) 03 May 1990. See page 5, 
line 17 -page 6, line 9; page 9, lines i9-35i page 15, 
line 19-page 20, line 28; Figure 1. 

US, A, 4,762,881 (Kauer) 09 August 1988. See col. 1, 
line 1-col. 3, line 52. 

EP, A, 0,228,310 (Sherrington ec al) 26 October 1988. 
See entire document. 

OS, A, 3,849,137 (Barzynski et al) 19 November 1974. 
See entire document. 



US, A, 4,631,211 (Houghten) 23 December 1986 
entire document. 



See 

APPLIED PHYSICS LETTERS, vol. 31, no. 7, issued 01 
October 1977. D. Flanders et al., "A new 
interferometric alignment technique", pages 426*429. 
See entire document. 



50-56 



46-49/1-37,42 
45,50-56 



1-3 



3-21,28-37,42 
49 



3-27 



3-27 



3-4,9-13, 15 
7,22,26-27 



3-22 



1-27 



1-56 



1-27 



1-25 



form PCT/ISA/210 (oxuo ahaaUiMay 1986) a 



tntornaclonal Appiioation No. PCTA)S91/08693 



FURTHER INFOflMATlON COWTtNUEP PROM THE SECOND SHEET 



X,P/Y 



OSMICAL ABSTRACTS, vol. 114, no. 23, issued 10 June 
1991 (Columbus, Ohio USA), M. Iwantura et al^ "1-x- 
Diazobenzyl) pyrene: a reagent for phocloabile ^nd 
fluorescent protection of carboxyl groups of amino 
acids and peptides", see page 827, col. i, the abstract 
no. 229349r, £ailfiLL 1991, (1), 35-6 (Bng) . See entire 
abstract . 

JOURNAL OP THE AMERICAN SOCIETY, vol. 92, no. 21, 
issued 21 October 1970, A. Patchomik et al., 
'^Photosensitive Protecting Groups", pages 6333-6335. 
See page 6334, Scheme I. 



38-40/41 



42-45 



V^D OBSERVATtONS WHERE CERTAIN CLAIMS WERE FOUND UNSEARCHABU^ 



Thto ImimMionil w«ch rapoft hti not b«M MtobUstwd In respaa of ca^^ 17(2) la) for ttw ttoOowina rai 

1. Q Oaim numbar* ^ bacausa thay ralata to tubjaet mattar (tl net roquind to bo aoorehad by tW* Authoritv, namoly: 



2. Q aaim lunbara boeauaa ttwy raMa to parts of tho 
piaacff bad laqMbamams to auch an axtant that no 



appOeatioA that do not comply with tha 
imamationil aaanh e«« ba earriad out (Ik 



3. Q Oaim nunbora ^ bacausa thay am depandara dafma not draflad Ui accord 
of PCT rut a^(a). 



VUD OSSCTVATWW WHERfi UNITY OF MVENTION 18 LACXINO' 



This bttsmttlontf SdaicMna Auihortty fcwi mufttpls bivamiofia in this mtsmttional spplestion ss f etows: 



^* O Asaifa ^jtad.addHioniHaatchfaaa wais trnty paid by ths appfieam; tNs imamatlonil saareh rapert covors an aavchabis 
CHims of ttis intaifisdonil application* 



2. □ AsonlysonM of tha raqi^ additional aaireh faaa wars timoly paid by tha appilctm, tNt imamsdonal aaaieh raport 
only thoaa daima of tho imomational application for which faaa wara paid, ipadficaiiy dalma: 



3. Q No rsqUrad additional March (oaa wars timaly paid by tha _ 
raatdctsd to tha Invsntlon first mantionad In ths dainis; ft it 



ConsaquantlY. thia Intamattonal laarch raport ia 
by daim numbars: 



4. Q As aO aaarchabla dairna coudd ba aaarchad without affort iustifyinp an additional fas, tha bitemational Saaroh Authority did 
notinwitspsymsntof any additional tas. ' 

fiamsrk on pratsst 
Q Ths sddltlonai ssareh fsaa wars seeompanlad by applicant's protsst. 
Q No protsst secompsnisd ths paymsnt of sddltlonsi isarch fsss. 



Form PCT/ISA/210 (supplsmsntel shsst(2)HRsv. 4-901 S 



IntarnAtional Application r i*CT/U891/08693 



FURTHER INFOIUIATION COMTINUB) FROM PREVIOUS SHEETS 



Z. CLASSXFtCAXZOH OF SUBJBCX MAZTSR; 
IPC (5) : 

AOIH X/02? CX2Q 1/00? QOIN 33/566, 33/543; BOXJ X>/00; C070 471/02, 235/00. 473/00, 
235/30; C07K X/04, 17/06. X7/14 

X. CtASSIFICATIOH OP SUBJECT HATTER: 
US CL : 

435/7.92, 7.94, 7.95, 961. 968. 973. 307; 536/26; 562/441; 436/318. 527, 807; 

525/54.1, 54.11; 422/1X6. 131; 530/333. 334, 335. 336, 337; 935/88 



Fomi PCTyi8A/210 (eomimjation 8h«9t (IKOet 1991» a. 



DESIGNATIONS OF <%U» 



Any designation of **SU** has effect in the Russian Federation. It Is not yet known whether any such 
designation has effect in other States of the former Soviet Union. 
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Codes used to identify States party to the PCT on the iront pages of pamphlets publishing international 
applications under tlie PCT 



AT 


•Auaria 


BS 


Spain 


MG 


MmtaBafTtr 


AO 


Ausualia 


PI 


FMJaml 


Ml. 


Mali 


BB 


Bartiadbs 


PR 


Fraoee 


MN 


Mongolia 


BE 


Belgium 


CA 


Cabon 


MR 


Mauriiaiiia 


BF 


Burkina Faso 


oa 


Uaiicd Kiojgdam 


MW 


Malawi 


EG 


Bulgaria 


CN 


Guinea 


Nt 


Netherlands 


BJ 


Boiia 


GR 


Gioe«e 


NO 


Norway 


sa 


Biaiil 


HU 


Huagaiy 


PL 


Polaiid 


CK 




rr 


Japan 


RO 


Romanh 


CP 


Central African Republic 


Jp 


SO 


Smlaft 


CO 


COflgD 


KP 


Demoeiailc Peopled Republic 


SB 


Sweden 


CB 


SwIizcrlaiuJ 




or Korea 


6H 


Senegal 


a 


C8tc d*hrom: 


KR 


Rttpttbfk of Korea 


SU* 


Soviet Union 


CM 


Oiineroon 


u 


y lechtcfwtctf* 


TO 


Chad 


CB 


OECduxttovakia 


LK 


Sri Lanka 


TC 


Togo 


DB 




w 


LtuBcnbOMrK 


US 


tinlced Stales of America 


OK 


Ddunari 


MC 
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